
COBAS® TaqMan® HBV Test
For Use With The High Pure System

FOR IN VITRO DIAGNOSTIC USE.

COBAS' TaqMat< HBV Test 48 Tests PIN: 03577163 190

High Pate System Viral Nucleti Acid Kit 48 tests P/N: 150-2295 Itoi

INTENDED USE

The COBAS' TaqMatn" [HV Test Fier Use With Thie High Pite Syste, is atr 1t'renu¢/eicacid
anlpihfitat[lt l lst tue the quantitalittil Itepiiatifs B Virus HIlBV) DNA il hnm in setlu t ,r plasma IDIAI,
using the tHigh PtlV System Vital Nuclesi Acid Kit ikr manual specimen preparati n and the COBAS'
TqM~att 48 Attuy/yzr tile a.t.nated atttplifica tin atid deteItitt. i The test, i, itttendted Itr tts ;i. Jlt itt the

.nt.agemttt , tit pattients swith chrtoic HBV ttectitt tttdergtitg attiviata thterapy. Tth assay att th Lsed tol
Htteitre ttBV DNA levels at bdseitte and itring treatment to aid in tssessingI esponse to treatmet. Tlhe

resttIls tr(,I, Ihe COBAS' TLacth',ttt 1BV Test inist interpreted withir ttte oittentl of alt itlesxt ncwlitical
atd lal It'II sty titdttts

Assay , tIttitn te chattcteristirs have eent established fi.r individuals treated with adeltevir dipivoxnl. Assay
pehktrntantce tlo determintng he state Itf lIBV infcctilt This not heenestabtished.

The COBAS® TarMan® IIBV Test i mitt ijutended fir use an a sereutit'g lest fiur Ilood or Inlood prodts,£ for
tte '. penfttp of HIt V or as a diagniostic test to cotirt Itie ipreuceero l' VillY iutioel,

SUMMARY AND EXPLANATION Oil TIlE TEST

Ilepatilts B VLrst isttt ol seeIl viruses kltwn Iti cau., vim-al hepiaitis (O tw, Inilltult ,plu, tthuth tt
world have h keettltected with I tBV attd over 35t ntililht tltthemt are chIliraically inetted c uters C t mt iers
;tir at higt tisk oi ]rg I n.i Otlpaits (nifecio ititcluling clttin iep'mtilis vitrttois nt l ceitt];n
catur[hitilia

2 1
Setlit git askers at-c Cuittt.ntt..ty used as dighiost it attdihr prognostic ittdiatttsof aut alttonatic

I1BV itflectlt. Thte must mrlmtttt ntnker ttt IIBV infectiok is the pre.ence if t s IIBV ice atiitcn (tIBsAg/
AMlttntghicltlet llity cite, , HBsAg atud dteseu lop iltd[ It IlltBsAg, Ittere appeatrstt sill IN i risk ,1 ser.tts iuver
ciitnpl~cattints ltetr t ILkE IHBV l eantigen (llBeAgl is geteralty Lisd as a seitr)cd . k maker ttt tillicaite itrive
IB V replicitit!1t ass/iciated with p rotessise liver dot us. I ailtre to tera t teAg ap t-ur s Il ineas the t ,s4kf end
stage ler dts.tac Va, rattstra ii I HBV crli eti het tmduce HBte Ag tiat it nt dete.tateli i.,ll Lit Iten

in S the abitty mtke H ReAg ee1t whten al active ttl6Ccttstt is preltt Thttrtiretstp this teker tit
nlsitsr dtilse prts.. esst,, may t til ilimited ntitly sti.e disease prolnsi .. ....ccurtil usth id[eAg ,stsitive
aid Ii BeAg lie itise tietnls itth titie visril reptivatothit 

I
, Gait fie frg rring terapy maty alN dilfter between

tIBeA, Dsusitive antd IIBeA, negative ptients, lti dir ouctimes w ith terapy Diltlentets hesecttn p tients with
HtieAg pvlsiv,,e tid HBeAg nog tine disease itchlte lower levels t 11BV DNA tipstally tlottd tJ tIbeAg
nepative patittls, unt in, those injted t o w h pie (tare ',at i ills Rccitttnmendat sts tit luirmtrg paitiets diftcr
between I leAp p isiti e aind tIeA0 tepative pLtcnts the preselee tr ;tbemule fl tI BeAg has alt t sel to,
gaidllt reattteti. d£ilsklt.s Lr patniths wtth tuh t..c EHBV dtsciset Ftd[iitts itt uhcatny difi scrt HBeAg
p isitise and ItBlAy negative patetts Isa tltBeAy psitive paLtlents, esputte til latamnt htcdus IIBeA, loss
atd/ir HBoAg stis.t.nveitt ,as uel as .. itl... ittattui ef AtF This stf HBV DNA fid itlttttttIe.lt.n Itii
hi~sttltlgyt tf ItBeAg hiss is ic thtived thle tikelihstd I ita dulahie restslt is htigh For HB[eA negative patllttliS
tes[tttso is detilted ais limitla;li.. titt1t if ALT Itoss o. IItBV DNA itd histoltigit p.il...etneltt.iI [ttotrast itl
treatmtti st t4l HBeAg ,islie pati ents, tlhe liketlitl ..... titIthabte tessio,, titer ireatalelti el ' HBeAgt egative

pa nsis tiw. Ttte ability hi~ detect [DBV DN A it setlltt has been itertned hit have prog nostic salre Irl tetintttitne
tit itte aud ch.nititi: HBV illtet tiitts
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The niethodottigy call alhlw the detert . i ott 1BV DNA after tltisAp
cteaatnce'ttr dtetutlttitt tf IIBV taki tgersttilgic ttah-ikers

t1
Htttever, ti telttiijship Ixet wee n .se]tlogi¢itatkels



alld HBV DNA leve1 has nit yti bretn established. Although the elliteui¥l antisid tIherapt, utd to itai patieits
with H13V ca ai, be L Ia by ,it ig kersor by n.ehi m likers fr l.tsreieti. 4f / olie n ttiTi the ni isi di': I
and rliable imeasiwcnett vit.tal replicatfi, is thought II he qII antiatifn of IIBV ,tral DNA il setlm il

plasna A rIpid atd .s. ianed dmip in HBV DNA levels ill ptteitlts feevil/tg treatment with llpha-
inerferon, lmis udme, enteeavir telbitding, atd giteeil tt Id h ts ] 2r31t shts ii Io c assoia... ted with at
iktabr[hle ttitti[ltent [itiime

t
, i

2
M fI ttiltring iifDHBV DNA levsian predi the dcseliptmtenH oh resi.stanI ce

ti lantivudite." Threttitle a quattitative list bhr im mcs.i ii tllel/ otfHBV DNA [st Ial hiable titil thIt iln Fe uised
iicltjnti Iitlth iilt[ ritint] and taly II ataiiy pindigs uil the niaegmein f I I BVtin iiiteki1t

PRINCI PLFS OF Til E PROCFEDURE

Ithe (OBASS IatMalin tIB t lest is based itI. .t. majior proicehsses: (It manuat specimen preparaiitionitoibtai
tBV DNA; (2) autoIIIated PCR ampificatito of H ret DNA using tIBV specsific acomplementry pritiers nd

deter, tin el Ileaved dual fIIIr -sent d e-laheled olig..ucleullide detectiio plAulis that -en utf
IIBV target amplied priodirot (anipticoni and MBV Quatitatin Standard I (QSi DNA. which is pi-iiessed
anplttied, md detected sltn Itateitusly with the speelllte{n

Ithe Master Mix reagent eiitalns primer pairs antd probe , speciiu Ihr kilth IBV DNA and IIB V QS DNA, ihe
Masiel Mix has t ,set l developed itt enAsure equivatent quanttlain if genitypes Atti1tiaglh G iif HBV Tihe
detectitt of amplified DNA is pertirmed u sin g tiagel specific and QS specific dual labIeted mtignicteiitide
p a[. at ..ti i rmii h.deptendent i fillIi a t.ii..Ii f Ill i tmil ."i ItIRV QS [i on

The Illi.i..iiitiaiil . Iiif HBV vie a DNA is pertifrmtd tsiig the [ltlV QS. The tBV QS is a in-infctii.s.
tmliicd, duihie strfmdi pititid tsidat eiaiiis: the i deiticat priner bindoing ses as the HBV DNA tfigel ried
a uniq ue probe blmditt region thai all oiws tt11BV QS alttpl t i, he distinguished fromt I BV target ampileflin
The HBV QS isi illt lsraitd itit }, eath individtitl scitti.e..t aitd citll ... tt k..I TIw copy tnimer Itld is caned
tthIgh ttit s[%cifcn p ..palatiiiH Pe R amptlfiatki and detectiot, step alitilg wilh the HBV target Tile
COBAS FaPiMaiiu 48 Anatyzer ... cul tes the t BV DNA filer i the tesI speeimen y cimIpartn the ilBV
slgil lII te t-l t HV QS sigH, tIbr etch specimen amid it. ITfe [RtV QS .....eitsies tiirellee-s ii ithibition
aitdi colntris filr the preparaitio and amtptiliiitii processes io allow the accturai quartttatiiiitt ttBV DNA lit
each spie.htnet

Spt¢ct~ FLHe Pripar miHHHH

the COD AS I aMin" ItBV test piicesses plasma ani serum specitents anat isol tes tBV DNA ihriugh a
generciiamen pleparattin b.. cd ttniltoteic acid bhtdiig to, giss fibets The HBV vsirs pattictes ate

lysed by incubaitio al an elevaled Ietttperttie w ith ; plotese atd chaiit..pie p ysi, bindtn{ btitter ihat eteases
tiuclec atcids and priitects tilt relcascd HBV DNA hlttm DNases Hit plasna and scitia A klmown ttttitmer e ii
ttBV QS DNA ttiieriies are ttintrdued iltli each spectime aig with the iysise lagettt Sibseqitently
i~sopltani] {I s added Ho the lysts mitt ate tttai ts thet Celttititgil thritgh a olumnntith a glass tfilr fitter itnsrt
During ceititiigatiit, ttt HBV DNA aitd HBV QS DNA aIr buind tI thc suriace If Chti gtass fitet fitter
UnNmInd substainces, sch ;is salts, pnrtiei a tit ites , are reoved by centrifgaltion. the
ad,,irdlndIe i r e a f elutet wih aaitq iteoi s s. . ltittiwn The diNpitbles ali]otw fiir ptrillel
proce~ssing itt specitens ir IIultiples t heteid tfhe prItcessed specinmei .. ttanming tIBV DNA and HBV QS
DNA, is added to the a mptifit aitm/de Hecilmixttre the ItDV tinget DNA a.t. Ihe t IIBV QS DNA ale thei
aimplifit aind dteicted ot th, COBAS' TtqMttt 48 AnIalyzter tstg tie aiplticait i aitdt diItei it tagenis

prtidea lit the Test kit

PeR A HtItilcatitt

Tieet Select iatt

Seleetitittif the tatige DNA seqnenice flr [tBV dcepnds ot identificati on if regis with.i. the ,HBV .en....e
mhatshiw maiI sequ Hence. cinservaittm amotg all getutypes. Arccrdintgly, the apprpriate seteiitit itf the
ptin.ers.an.d probe is rticat tit the abiltty atthIe tIe t iiideteli all clinically retevatt getitypesot DHBV At-eguin
of ihe paltly single stranded citrutaI DNA genteif of HrV has been stliwn Ha taveimaximultictnselgaiionaf
DNA sequences ainmig geittyws The COBAS'C TaqVtanl HBV Test uses PCR apptititi/t t triers that
defineita seqIteitelr lihin tile tighty cinsrved pre-Cttre/(Cire r e gian if the HBV geimie

et Anmlpif aiii ..i

P essed s,,ccitmeill ate added to tile at lifitttiha itlixltW3 ill tmptifii[liimi ti... s I [ ulleSt itl w hich } iCR
aiplitic-iiation t..ci.s. Th teri Cyler in the COBAS I taqMan

i
48 Analyzer heats the ticntitt m ixtite



dextawue thie dttable stdanded DNA aid eXlL~se rho slecJfic prinet enargot seqtent es tIt the HDV ciru itir DNA
getie and t ile ,HV Qanmrt trait, Srardandi DNA As the Ittixin [r I.tt* s C] t he primters atnoael t ithe itlgei DNA
The therllnLtttbli Thern,, ipctt Zit5 DNA ryrterase (Z05) ill tile ptesnce of Mn

z+
tntd excess

destnynaoietstide tripitosphrtes tdNFrPi). Lttrttidng droxyadrtostne, dps'vgrrtixlsitte, deoxycyridite anid
derixyraridinte (i place of thyntidutle) eeteids thie atrealed pritners aitltg tie target tetitlate to produce a
dstable-straitded DNA trtoiectie t ermd ait ap]li.oi.. The COBAS' TaqlMalt 48 Analyzer atll tratictrlly
repeats this process fir a desigatted n.nber of cycles, wiih eah yule t itended io double the amtunt if
ttrpictt DNA. Thte teeq ired tttitlbe of .c yles is pleprltgnrred ilqo ttle CO[4ASe TalMatntr 48 Analyzer.
Anplifioatiilt iic i ly tn the eei et f the IBV .e....e . eiween the primu the entaire itBV getltt is
rtoi attpfrited

S eletive Atl1cii'at!...

Selectie ilifictl L o target ac l ileic acid itlttt itie sipeinrttn is atchievedll i tile COBAS i aqIatt HBV
rest by the Le. lof AmpErase lnracil- N-rycosyla.ei enzyme attd desxyxrridite tiip hsphate IdUTP, the
AmtEirtsc ttzyrtet o sgntizes artd caiaiyzes the desirt-noisn fif DNA siratds tiitaring desrxyurrdint,

1 t
but it

DNA cttlaining deoxythynidine. Detyturidinre is nt presettt inriatura y cptccurting DNA, bit is always
iret tin apicti dtue ill the [tseoidettxynrrdire tflphslsphate as ,ie tf the dNIPs in the Master Mix reagent:

Itiete ttr. tttty Ittitptidottr Ciirolail, detoyridite. Dettxytriditin renders c.ii..titrtitititg ..p.ict .stseptible itt
destrxciiio n by the Ampiraseenzynme prir iit atpfifiicatn l the iarget DNA Alis airy .t.rts pecifir pr;td.tl
ittnted attr titia] at tiatiln 1sf the Mastei Mli by ganese is destroyed by the Atti;F&'.e etzym e, thts
improvilnlsersittvity and specificity. the Arpbrase enzyme. which is jixaded indn the Master Mi reagett,
uttattyces rite cleta-v-age ol deonyuriuitecoitining DNA at the d ixyrridire residues by opening the
do'sxyx lnoc'd chitlatttt the Ci-iatlsitinltt Whet, boated itt the tirot therlmal cycling stepn rtie atmptiosnt DNA chitait
breaks at the [xsiltno f the dettxyuridite, thereby rtderIlug the DNA t , -apifiable the AmpErase eDNzynrt
is ti.C1 vIe at I eltptll lilts tlbie 55°CC i.e. Itttghtul tie tIterti cycling steps, titdu t heretire dte s .t.t destroy
tttl getattp Itn tit l. toil ed dItrittg ;ntp/it]c-iltitl

Deentetion f PCR Prtdntis li a COIIAS
'

TiaMaIni rent

the CODMAS
®

IaqMatx 113IV Ie-st Lltiliizes tat- titnem
?2
" PCR tetlllltlntgy. Te T t.e si eil lat-beed rirorescen i

it.lsxts .t.l.. ies tilt real iie der etaioenrf Pe R prtdttct accun ulatiss by mntitirtnt tf the etisitnt intemnsit tsf
flulrenutt rexlrec dyosrelc sol d dLettt the anpliticat m pricess. The probe srtrsist Itt ItBV and IIBV QS-
s1teeui tgttltscerstdes tiatled wisih t reuSoer dye tend a quencher dye Itt te COBASD TaqMatt HBV TeSl.t, itt
HBV atd HBV Qtttdttairi Slarrdilrd pt[bs ;tre lattled with difllrett Iltuiresett reporer dyces Whu the dual

tr1Utei ent dye labeled probes are trait t the rpsrtien ttutlesentw ix sapprs-;2d by rie .. x' .. tly tt Itte qeTosher
dye titte t Fter typ enety tratnslretetts Dirr PC. the probe hybrtd ies tta t, rget' sequence an d irc
by the 5 - 3 'tttc nutese at ti ¥ Ill the t.t.. intstable ZD5 DN A Instynierase OtA.,e tI/: .r.st.er atun qietnher dyes tue
released aind sep. ir.ted. qutett hung ml lItger Occurs. anLd the flitrs.tsnt acttiity rtt tlte pIltrtlt dp ts tinc ea i.1 Tite
anpinti cattttsI HBV DN arni HBV QS DNA tee nteasirrd o deperndently at dilltetnt w, veentgth this prxcess
is repeatlr ttrta desigetttttxt numbtin e cycles. each cycle etfectively i ncrcsintg the, tmitsxt ltletsity st tihe
itdividxtal teluitter dies irtrtirt'tndeped dentififcati ... f tiBV DNA mid IdBV QS DNA Thu tittetusiiyrty
the signals i idated ts the asount of slii ng tateria at t tite FeCiR

htut'dimnnctal s of (OtlAS 4 l aqMntt IllIV Test Qtrartttatittr

The COBAS' TarqMant HBV Test a.. .r..rely prtvides q uantitative resits tet as-ery wide dyntitic tatter
smince the titrtlig sit atpjitt is perltdrlrted during ie expittnttat phase Itf atpiticatis n, The higher the
ItIV trier stil specrrxen the eattiel the 1tut)rescence rsf tire reIx ter dye isf the HBV prttbe rises at{ re, the
baselite tiasreentte level it-e Figure l) Sitce the sitntureif HBV QS DNA is cts....tttr between all
spec Iraelts, lhe tilatresett. r t. l rie rferYtter dye ti the IIBV QS probe shold app w. at the same cyclte hir al
specimtens lit-c Figure 2) ht cases heiue tie QS tampiiictlri and deteuttisn ix [ifetied by ithihitissn ltr pxltr
.spectttrti~ltvery. ihe ippearratce tit t horescene will b2 dlayed, thereby erttblilig tile calclated titer el
ItBV tatrgut DNA tt ,, adju.sted ace. ... ltg The tp[s;lralnce itl tIre specific Iatiresuett sianlt is rept, ed asa
critictl threshitld vatue 1(t) Ihu ( tis defined as tem rracttsnal cycle titu m stif Whete repltter dye tI] escence
exceelds r stedeteitited tlaeshild (tIe Assigted Fliottelscexce L eset) and sIOtis the begintning 'if art
expite.titlt gowth phase if this sigtal , se Fig-me 3)1 A higher Ct attlc ittliuaies ittwe rtiterttt init iial tIBV
target DNA, A 2 -iitd itceaAtse im ter ut,, ieltes with it decrease ot t Ci hon taietl tiBV DNA, white a I0 toIl d
itcrease it tierlctsritlaes wtilh a dextiease tf 3.3 Cr Figrtre I diepicts the treet grt*ish curses air titdlitil series

ttl vitnis pamntrgtts-er tt 5 vrgl e As the ill the vbnstixcia.ss the gw-th cturvos shifto earlier
cycles- Thletrillte the ]ethntst glIOth ..... e .o .es 1xndn tot thie hightes virtl tier level heeas the rightmnst grosth
i.-xrsaclott Cr strtl is Its tIre Ittinwest sir l titer ]es~e 3



Figure I
TargetI Growth Cure . ar. a Dilutio Series of Viru.p. igvraSlg, ag

Figure 2 depict, h Quasttam Slad,cd giiii a silor sesiilel ilslt . i.i. t iil,, series lh.al s 5Ilu -
I~~,,npe [*ht autountf Quiuistitaih, Standad added0euc seii.e ...... ait fi, ar h ... ika. The, Oiviu

A I,,li Qua,tillns Si i,d~s isiilhrtegrdleOssc teiix ] ltiler

Figure 2

Dilution Serese, Viru.pnig. vraSlo, ag

1~~~~ (c I)~ ~~~~I ill th I f I li

Figur 3
Fiurvs~vne alus a EvryCycear aI nl, e o Each Growth Curve
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HBV DNA Quanttation

The COBAS
e

TaqMan
®

HBV Test quantitates HBV viral DNA by utilizing a second target sequence (HBV
Quantitation Standard) that is added to each test specimen at a known concentration. The HBV Quantiation
Standard is a non-infectious, linearized, double strsaded plasmid DNA construct, containing fragments of HBV
sequences with primer binding regions identical to those of the HBV target sequence. The HBV Quantitation
Standard also generates an amplification product of the same length and base composition as the HBV target
DNA. The detection probe binding region of the HBV Quantitation Standard has been modified to differentiate
HBV Quantitation Standard amplicon from HBV target amplicon.

During the annealing phase of the PCR on the COBASO TaqMan
e

48 Analyzer, the speciens are illuminated and
excited by filttead light and fltered emission fluorescence data are collected for each speciment The readings from
each specimen am then cotrected for instrumental fluctuations. These fluorescence readings are sent by the
instrumem to the AMPLILINK software and stored in a database. Pre.Checks are used to determine if the HBV
DNA and HBV Quantitation Standard DNA data represent sets that are valid, and flags are generated when the data
lie outside the preset limits. After all Pre-Checks are completed and passed, the fluorescence readings are processed
to generate Ct values for the HBV DNA and the HIV Quantitation Standard DNA. The lot-specific calih'ation
constants provided with the COBAS® TaqMan® HBV Test are used to calculate the titer value for the specimens and
controls based upon the HEV DNA and HBV Quantitation Standard DNA Ct values. The COBAS® TaqMa® H-BV
Test is standardized against the WHO International Standard for Hepatitis B VIirs DNA for Nucleic Acid
Technology (NAT) Assays Testing NIBSC 9 7n4 6a and titer results are reported in Intaeational Units (IU/mL).
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REAGENTS

tligh. PureSystct Viral N,.I'icil Acid Kit 18 Tests

INS ~~~~~~~~~~~~~~~~~2 x 25 mL

5-k G,,ahidiw, HCIuphiize

I 1% ul'a~~~~~~~~~~~~~~~~~~~~~~I'11it

B( Thux3(XtmL
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Th~~~~~~~~~~~~~~~~~~~~~~~~Saec
(H ~ Ghah[' idmS HsvuVIrarNt ecAi at ak
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COBAS® TaqMnn' RBV let IR -Tjjpfl 4tg Tests
tP/N~t13577163 19(t)

ScienPrenarfio .. n.d Controil Reagent

'IRV QS 2x IIni
(IIBDV Q,,.. nantii. Stiit lada-d,

((t) W1 % lineat-ized. d ..t [b Ic stratide Flasotil UN A
ettittaiititg al .iot.I 11t, DNA ilttte en TajtsMV
printer bindin, sit iIesad a Itieprb bindii

LtOS)% Poly rA RNA tsithefiie
II (5 4 Sdim. ,,ide

[IRV' II(+)C 2x1011
[ltliV High t±L I s11ittt I

ci) I I% ltt,,,iea'd. dttttbte] strattd p~lastid DNA
e"tatt~itit IIBV se n~e.I ttpe. t'iefiitenLL, i i

e Iig 11it be Inttti 'L, the COBAS' naqNhui
0

HBV
hst CtItitI Value (ai.d.

Negaive I im-i Pliiiasoa l~l-~ht by iUS FDA ticeitsa
11t itlrlifittadt it HCV tiiktdy it, HIV-t02. HlV, 1t4

antigen atid fiBsAg; [iv I RNA, HCV RNA and I 'BV
DNA not' diWabl,, by IX R ittetlt'tds1
'4 Pa tCtitt

0
3(0)P eseisattse

IltIV L(+)C 2,x 1..,,mL
IHMDV ittw {+) Ct...tttt,11

(((0 fltineaizrd. It"lttt ltt ttded p[ltsid DNA
Httt[itittBV saq ,tte tot ,pisl,

i-atte Cose tite aissa L,,D) .rl I tnIIII..d tIi lIhe
(OBAS' TttqMwtt HBV Test1 C...ttttnIa Vaithit Ctu

Negatve If ouhtPtsttnn eteb US MDA tl'eeitsl
tests fitc tutiaflt, to' I CV~ miiktjdyto1 llV-t!2, HlVjt24

mitigiitd It iBAg: IIV I RNA, HC V RN A iit Il DV
I)NA ttt de1i,,tabltl by iKR .teibtods
'4I P,,tCtin 3(KI piesev~ivats

CTM I-) C 4 1.O11A
l((IiAS' Ta~~

t
Neatiis C titit I (H t~tiiat Plasnta)l

Npativt I PittatItasi a ititir is bs US FDASteete
(us, ia inaiitad to1C V tlitttsdv Itt HIV-I2L lIly p

2 4

atti"iget ta HB~A/Se I IIVI RN/S HCV RNA tittd HRV
DNA titII deli,]1able by NIR ntetlDtd,

L, I% Pu (litt 3(0 rees I)

-7



A nlification a1d Idetection ReteOiin

IIBV MMX 2 x 24 Tests
((COBASe TaqMat HBV MasLer NMiN 2 t .4 niL

tijejine buitter

Pt .assiunm hydioxide
Potiassinum a ehate

< i)t])1% dATP. dCTP, dCFP. dUTP
< { (H)t% i asreai h nd d iowtnelat p-ler" s toi the Pee-

C(are/C ie i egi.tt o{ }[BV
< (I )1% l ilaigointiclecltide probes

specific Ii HBV and the HBV Quaititation Stsmdard
< .(Ht % O ltgisnacIeeIitide aptoat r
< 0 (5% 7Z5 DNA PRly11in ets limicr1)
<I .1%- AipEit, A tirotit N-gl ycsylsi) e1iyie 0 (icnhlbtl)
i) (19r0 Sidi nzide

CTM Mn,2 2 24 Tests
(COB AS I tqMin, Ma nganese SilutiI itu} 2 i0i

< .2''4 MaTte inest teotate
acial a cid

0(t.9i4 Soditiu azide

WARNINGS AND PRECAUTIONS

A FOR IN VITRO DIAGNOSTIC USE

It. this testis irt'.se witheau pilasnia clllected in the a-itic(,nia lat ED[ItA aid tunari seit-1ui

C Drat tit pipelte by mi. IthI

D Dii ntt eat. drinktir .sn.t.ke in ]aNirat.try w..k neas, Wear pnetlive dismusabte gtlves. lahiratity ctats
aid eye peutectikin whtei tianitling specimens and kit ieagelts Wasth)anids ihosliillh/y aiter handliti 1
specimtetis and te~s tie-agel)Its

E Anoid mticrobial and ribLnurLee-e eontanitiou of reagents when re..oning.aliu.ts fron reagent
bottles.

F The useofrile disposable pipets atd DINase-free p Ipettetipsi .reeomeded

G. DIi ilit [ItVil reagenits Iltni difttreti 1tts {r ft-tint diffenent Nittes ofihe t ah, e lot

H Dii n.t. nit ree getis froni dififerent kits

I Dispise ... . i s, l deageiti, w late and speciments in lacirdtiLe with cetaUliry. ledel. Male uast lOcal

J. DIt ntuitsea kii afie its cilalii dslae

K Mtaterial Safety Dbat Shetis MSDSi Illf avalab, eOiiilrequest ritti yiiitn thctl Rtte. Iltiice.

* Specimenis shlo.id be i:inld]ed as if mIleciiti,.s using safe lAVNi-lhtiry proucedu. res s/lch , s those istitlinied il
Bisovtdel in Mieriiii~git-l ani Iit-dkital bili.i..itrie% atid in ilie LCSLI Dticuneat M29 AS >
Ttih ghly clean and distieci alt wirk surlaces , -ih t ti-eshly ireptled sumthinl 0f 5% sidiuit
hypiuchl itt in deli ita-it u ndistilled water

Vote: Comoercial liquid household bleach typically co...ains odiuen hypochlorite at a
contcentraion ,f 5 25Ni A 1:10 dilution of househol d bleach will produce a .5% ,odiu.
hypochlorite solution.

M. CAUI ION CTM (-) C, tRiv L(+iC atd IIBV [I(+)C cIitain Hhitian Plasitnlnei-ied i-suit huan
bkI..id. IThle e-c- ttiei-cial I'al tIeen aiste by US FDA llFtwed tesis anid liuid sI tu -rti- liii tor he

8~~~~~~~~~~~~~t



,us Iceo Hepatitis B S,,,ftee Antiet, (IIBsAgi traiNidies li, HIV'/- 2 td H( If S Ld HIV 24
AhtigeN, Testm ittgi NegaiseIitItLi P1., Ittah PCR eteII d, h e ls detectihle 'lIV I RNA, I p7V
RN A,,r H BV DNA. Ni kitounl,. s mctt t cant let citnlptelestrifi that proditd,,ritei It.tn
h ;ittai bkts d wilt ntt trttsfttitletttu agents Thetetssre. all httnt...a.. taied ltt ttert i SIdt ttli,
co.l hidere.d phiitlentiaiayteltons CTMI I- C, [[V L(+lC and IHllV I ll+)C shI ld IIt hLa~dled sI
midtflittli using, sae inrtr Ietelte ,Lth as tltose outined in iiaft i Mwrr,/tlgelad

1,irlcttItsr,h ot i an ,d mi the CLSI DctetM19-A3j' ThttIrittihls c art d ditistfItte aft
wttrlk snrifaItcesilh afieshly plep;Lied ,Fomtttt~ ,It (5% idtnitt ,,ypohhtit, Ln LiLitnized ... dtiilled

N. H DV RILK X.FBV QS and CTM RIfiV ottlat ,idti,,. izide. Stiditi ntaide tlt, ICi 5x t Cd Ld tin
ctppr ltntiirg to, (inn highly exitIie metal aides. White dispIsitte IFt ...dint t.ide-contmimin

chutos twtt,, etat sits.ush the drtaitts with lareoltiaitwtr ta, 1,11,1 It pew tit widI e hitdu

0. Wear .. eye . "Itrteci, talniraItry cIlta, atd dfispsablglve when, htdittg an tetett A-id,i ,hll
ttr thes ttttetiatsi with the skin, eye .or .....ti .tntt... es Fift .- ,talh LIte "'tt e ittt ,Itt ws
with lagetn,, tints... .t waler.I B.nt ilt, ite u it left tLtreatekd. It spilts tif the~se -eagentsl occurI .titIIte

STORAGE AND) DANDLING REQIUIREMENTFS

A5 S tisre the H]igh Pltle, Systen Viteal N11ttc Aei Md ReagetIisat t5 -25WC i[ taiivtt

B.~ StoreI EttitIn Bnffter [LW) tdt Lsts/Bittdi,t Bittter (LYSt ~it 15-25W. Ottce ti1ntel st H ITl ai~d
LYS tI 15-25o. Opened EL B Ld IVU. ttttst 1,, toedt itltin 301 days, tt hilti theenirai date.

C. After dditti .... L.tftEttttt BLtIfler [LBS , lit ..c.t...titte the Catier RNA atttc 'liti Itt~ise. K. sttr titie
Cr-tsitiel(nit,,i RNA CARsand ttttise recttnIstitLtled Prstteitasc K (['Ks at i5 itt 25('t?'..(tnc

tszcttnsitttted, ( iend RNA tnd LttetaeK ntust t tisd withitt 3(1 day i, tttl the.. I il espiratioti dtttr

D. After addillik,1 tIf ethalttn, it stttcttthtitrRtnti Bdffer IIRBI atd WAashlititlee (VASIs itt 15-2VC.
t hese Wrking SitIitittit ares, hleb tstr 30i days.tt..tttt.. Ite en ,mri it itle.. whltce ... etItte first

E,. the Lysii~itdm, Wg ,,okitg Sittutitt IL 4 si,,Tmittdtt Batter with (?nirRN A. 
t
tteit K iLtid ]I V QSI

,',t in~s he se ittnntdiAlely titttttwittg plepartllo. A tty me ess nits it disratniec

PCR Rengeiitu lihnilnti,W aDO i metctn

A. D.,Wtuuojeeeraennreuro

B, SI, litreti RIRIX. C'TM H- C. ILBY L(tIC. LIIBV Lt(+IC, lIIBV QS atid C'TM Ih.` at 2 -C5.
Ltns lne , ths raet ar sable, ,ntil the en pirttitt, date wiittdiNtd. Onceictdttris at

adbrhillot forthth sice if t 2 soeimens. sttire renainitg TRY RIMX, HIIV L(wIC, HBV tlt+(C, IIBV
(35 ad Cm M it A t` 2-8`1'. Wnnc ),isetd, LIUBV MINIX. LIBV L(+(C. LIBV LI(+(C, illy QS and
'T M M~

t
' aeslabte atl 2-8C tit 3t( days or, ntil thxprtii datte hiche eriit first.nc

tipetec. ..iny .Iitied tntrtitttt Ii CTM 5-) Cattis Ie dliscttrEd

C. Wt..rkitgMttstee Mfn trtIt , b the tiddittii IftC (I M M.t'' Its [Ill'RV M IX ,Inist hstit...ed at 2-8 inY
the ttk. TheIpaed spnittsad ,,tntesit tttttt be added, wiht~iir ithIh ,f pepttr..i.t..if the Wi...kiti

Dn. ['niIeIessed specinieti and h~~tr , I tiestl'te, tue u it 3 hi...tes it 201-30'(' ., pis 2il httrs il 2-' itr
fetrit l -2tVC hint ,p Iii I week.

IT Atttttif11ictiiTt TItlist i hlittlw sithit 3 I-ine fit hli, tme, hfit the 1tri.. ,,Id scitti,, .itl IttditI
tue aldded~l Itili WoeIkitig Master MI,.

MA TERIALS PROVIDED

Specimen Prepimatton Reagetnis~



A- High Pure System Viral Nucleic Acid Kit
(P/N: 2 3502295 WI)

LYS
(I4rltyin~ding B tifftet

CAR
(Cat~ier RNA)

PK
Petleittale K I

[RR
(1ldhbil,,r RemoVal Bdl)ntn

WASH

ELD
(P Ifittt Bhaiter

RS
(High t'Nr Ssin Virl, N,,I~ici Acid Rat-k Set)

WR
(High Pare Systettt Vira Nuleic Acid Wato Rack)

Aml .cainad DetectionReget

B. COBAS® TatiMan®IIBV Test-ll P
I(P/N: 03577163 1 'A))

IIB1V QS
IHBV Qaat, a tflla .Sttnatct )

IIBV 111+(,)
1 FBV Highi 1+) (Ctntr

Hlil L(+)C
HJud La,, (.1 C0n)alh

CTM (-) C
ICOBAS' a~t eaie(wn

(COB AS' TaulMati [[V Master Mini

CTM M."
(COBAS' ,aMati" Manganese S~t Litian

MAUTERIALS REQUIRED BUlT NOT PROVIDED

* OBGAS' aMai? 48Ataec

* AMIPLILINK V Stwr..Veriot 3.2 seisad the AMPLILINK StwweVersion. 3.2 Sre
Application Matt-a F, an t with the COFBAS' AtupliPtup, hwto trnet COI3AS

5
laqMan

An CyOB GAS' taqMatt
5

48 Attatycer,, andC(RAS
5

AMPLtCOR' Analei,

* tata slaissit t tiel AMPIIt~NtK ...fiware

* (O(AS
5

TaMatt" ti Aitaly.er Inirnten Matinal titr use, usitll AMP[tItINK SalIware. Ve,11i1tt1
3 2 Ser~iesA, tctinMna

* K-ttes~tt~



Din prn le

* K-ti1S1 the Hoo 12x 96

Certlrthige Requiremets.t

* Si,,a 4 t5''C Be3 hltpe'triJg, eTftivaten Iticottil lte, ceititig sapable tif defivering
46(X) g ,enritialttrc

* Signia cetrtbesinot ItrPIN: 1 It 18 fiticldes, 2 buckets I'!N: [321 8 attd 2 plate holders~
P(N: 1797 8) ..r ... vile

OTHER MATERIALS REQUIRED tBUT NOT PROVIDED

* T'pI...n... [99%, A(e~t MSseiiattsittr

* Etha"',l 196- I(Xt%) n1~teetACVSpeiiitttu ie

* Adjustable Pipettors,: (capaity, 25(0 it attt 1(11 1iLi with aerso .. a..I-i~ rPstvtistaate
ElNase- tree lips,

* Pipette Aid: D ..t. nstnd tPtN 4- Wit- [Il (or,, eTiialett

* Water Batlt set at WItC ±XC

* Dry Brat oRI..k se at 70'C

* Stert iptshehnt oialite rs 5, t0 ,,ad 25 rn

* Stertepttftitttylette ctii'aL tithe: 15 niL atid 50iT, Ctot. (Ntttt (PiN 43(X(52 and PIN: 43ii2Q)llitr

* Sterite 2. I til- tiirt' oiilt: SaysdtR (P/N: 72.693 . i irei r

* Dis,,al, lsthtephye.ptdets

* Calibrated hetItttees .A Wame Bati and Dryt les~t BI,,ic

f'jeitvI.a .... s/ . h....r cttctct nfa'hu 3*1 of~ ....-s i...t..m. A..r.. I b'i,cvr i odi' t~tllenR Nir'

SPECIMEN COLLECTIION, TRANSPORT AND STIORAGE

Note,: I1,,odle all aeim'.s.... aitd e.t.re llW .u (theyaecpbeoftas tn mifetaio .ge....

tIeI (TOAS' Tuq.Mat> I ItSV esI is[ (itt us ittthrn i EDTA phsna . p.. i ntetsRti t ...Rht hia A ..
collected it RID SST Sot i,Sera,,rlktk irit tutus utittg FDTA itavnde iipasthe atticiguttt

~Store. wItote ,tsTId at 2-h 2 iirt'i tstgt taI day. th ttE o, f UDLA ~ .a.t ...r seitt wii y[ied ,,tetrstt
thtat areI lintili., St- igr I tI it Itte NItttCtiticat Pertiirtttattce Lvatitatitt t se1i1t, etifilot Regrs.sit....

IIlBV DNA re. to~ fe a letisei

Setuale seutispint .tt. whiTte blsiitd witttlit t day itfcotetio by retrttai ttta W Xl-60(l ug t 20t
ntinu~testiin, tnpeaa.Transfer sr.t.. itr~ platntato ai ster ,ileltyripltett, iuv 4 iltlstrIc[lie
s~,tat a[,t, these, sperm .t c... le. tmitit situie Thte large tit ,,rd difference steT,,iIt ELTA pati
ciittditittts was ttoi utietha~t ± t. 12 tkg, ,attd lie largest Ibserved differecest hetnece titlte I".1'lliill

HBV Stability in Wol Blood With EUTA Aiteauat rin
Serum Separato Tuber Before Soao ti,tt Plasma or Seruot

I I
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2 I lu'2

24 r

usma- I Platrt 2 Plasma-S $F o asrna-4 51,T I A1 *, It

B. Spercimecn Tetnts[~rnr

[ rltrtsp~Ft11atiF1 n whI lie bil~ho, serut (Fr plasma .. us cronply with untry: ledel aL slate ed kIcal regltatllltt
the ,rltspTri lt 1111.1410 agellts> WVt]e hiloId mast Fv ht~sntpFId a tt itt ltd ptocessed wtithin 6 hFrs I i

L]lhsihtn o l>asma o] vsum Imly I
~

tIrnsrSed iit 2 saC ... Mr/e Itll II itS[

C. See'tct Storage

SeI Itl plaSi.... S .. i.eTs ny he sil eed at ronl temperature ft- up St 3days. at 2-8'C Io up th7? days
il fWlzel, al -21{i'C 1- 8 FStn up to 5ix weeks. The largest Ibserved dile rettees between the FDTA
plas.ha c onditins w .is i/IlT tlttt hS. it 1FF411t altd ite largest o bserved ditlee11tics /ctween thle sertumt
cttditnli~tls Wts Il1l moltC thain ± O O5 I'll., lcx}s: thee esteI clnditihns. It is i ,cotnded that spe....tetts
be stle.d in 800 -hO pL aliqlts i, strile . I . ...pyp.ol)ylene screw-Cal tubes (such as Sitistedi [>/N
72.694h0i6). Figure 5 slw tile dat a Ott these speilme sllrac gesudies

Figure 5
IIBVSrabilty in EDTA-Plana or Serum

40

.5 ~~~~~~~~~~~~~~~~~~~~~~~71,FFI7'

7a d-¥ PT8XI> 0

SertuPmid pltsna s/~ecinteths t1111yhe hl'zett utid titawed up Il fisle titles witlhaut a I.ls-sI t IIBV DNA. The
a ,gest IFhsetved diffeIences etween t he EDIA pltsm a condjtions was, nhot lle taIn ± 0h19 It", aTi1 l IIle
largest otbserved differen.es betweet the serum... c..ditilts wats hIlt meet ihan ±-+ IIO ll g_. Fig tlte 6 illutltrutes
the data ti,}11sFl these fee thlw sittdiles

Figure 6
llBI Resuts Af.er Up to Fire Freeze-Thaw (F-T) Cycles

12 ~ ~ ~ ~ ~ q
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plosnia- I p ama2 ptasits,-3 Plasntt4 Se...Irum ..

INsTFREECIONS FOR USE

Nate For Detaited oprtn nsa te nwe pieei resuts and intepreing flg omet n erro .esage
eferee the, CODAS

0
TaqMan® 48 ,,irnec&etaaafo-s wdAMPIJLINX S/I vat,, Version

3.2 Serie Apt kaio kaul~ and the AMPUUNK Soflare Version, 3.2 Serie Appmiratio AManual Forl
use, WiMlth COIIASl'An,phPrp IntuetCODAS"> Tga,, e

0
.l8A,rnyz, CODAS" TaqMaaA'4tSA,.,,,,r,

.mid COBAS" AMPUCOB' Ateotyzer

Note Alt aml ,cainad dtcinrae.., mus be a 15 - 30t beforiu-ermoefm 2-S C steerag atW
least 30.miutesbefor us....

Note: Srrum and .... .a s.ecimen mtal be equ ~iirtdjfr 15 -30 mueat 15- 30 C bforeus

Notei: Use pipettors ,ith aeroee I barrier oroitv disI ..a ..eItenl l,,o here ,peified. Lise exroe aet
avoid conta..minaion,.

R l, Site

Fide kit cesttaitss rcacsts s ficcit tilr Sitar 12-Est r,,ss. 'hilht tray, kW tcrIfrsd ,Seprtlyll il
sintt seu ly.Oee ritt ach set the TiNI H- C. I [BV Li .)C ass te jfiIBV litI(C lesasi t,, mtrsde]d mt

cacti tetFits .... st If ce 24 sstisea tetesetos e Qstt Ceenrel trteet) The, A,,tptificcstwies ad
Dfleetisttt Re fensa efpakagd it 24-test, duat-sss bsttes. Fr the ntsat efficiettsiei 4'rarsts. pe
atid reesir..ls he.... Idt N:,l nrtesd itRleuestha s lis 12.

Speciteme 'arid Poitvea'd Negativ Con~trol Prvpanttiten

Note If using froen .e.. or, lasen spc &n,plac the spcien atro enpeaue it
coneptetety, thawe.dand vortexo fo5 - ft ,ec,,tdv befor s....

ANte: Allow r..g.t.. to reac.h 15 - 30lC before procee..din., Preheat Heating B~lock(s) Ilateti rr of
70'Cand wateebat ll eatmreaI.,-, of 50C before searingthepurlaionreatto. e

A. Rengeti Pmepnntlion

Vote Prepare the tyi,/IinBding, Working, Solution, oly.1 afte alt sp tetsad cotoshate been
equ ilibrated otIS - 30`Cfor IS -30'nne.

1. Pri, t t ~heihiie,r kRess~ida Bfferll by pipettit 20 aLof 96 - IKlk deisliAst to fihibito Reaseeval Batfer
FIRE~u Meillx titsvertimt 5- ti rites. This isete.ti di... ta. Ihiit,rRenst-it Botstb tIer 4H test.

13



-. Prepare thle Wash Biufter by pipertiag 4It tub of 96- llX)%eihatrit it the Wash Butlier (WASHl Mix by
inverting 5 4I uties. This is: etugh diitled Wash Buff tr AX tesis

3l elea t lhe Eluttiin ttelfr (TlA) at 70°C ill a 2.0 id-L wrew-ap micrioage ltib e MutLtyle tlbes catll b
used. the etIl tia v.lt. e per .p.Ctitlit iN 75 ill Pre-watut the volume listed ill the table below
auctradiue tt the intmher o~f teists

Number ot Replicates
Reagent 12 24

Etutiin BtufrialumL) 2.0 d~tt

4 Pip'ee tie vtlane itf isttprpattt listed iu the table below a..C....rding l iti tuer tif tess, iit tt ] ll
slerile ube.

Nillibel of Replitates

Reagent 12 2

ltrI pttI 0uLl 5 1

5 Pilpele 05 ntL thbe iltfiiit Btitlhr (ELB) itto Cie ( Cairi RNA (CAR). Replace Ihe stotpper: mivell
tile vial then voitelil all ,tithe (arie RNA isdistItved the rollnstit Ited Canrier RNA is ettgh
fttr 4lests 2 tlt, sd volume' iecectittttted Ctliei RNA rial he sittled ill 15 t 25-C tlirt p tt 30
days t.. until . e e x piattm date, fwhichestrie ilrst.

6 pipette 5 0 nil il IIIe Ilutiml Buffer (LB)I mll the Ploieinase K (PK) Replace the stttlpper; ioyeti the
vial. ithen vortex uni alt Itfhe Prtteuma.e K it diosted. The rec.t.....ittld Piatleitlase K is e.tit.lit/h r
24 tests nutsed ,oluttie ttf te.tusiituted Prttetnas K titly he sttred at 15 C to 25pC ltr t it :tll days
ttr until the ettiratutu date, whichever , itte. .. l st.

73 Prepaire the Lysis/Bitdiug Wilrking Slutttit as I hws by pipcltig the tttumes listed it talit th wiiig
tablel tccottrding to lhL ittitner ttf specimens alld cttnis Itt Le proceissed:

Nnltber of Replicateb
Reage. t 12 24

.,yhis/Bitdittg ButIfer (,It) 70li 7
Catrien RNA (pIL t14 280
IIBV QS pI,) 39 38
Pixleiiittse K I ml 1.4 2.8

Mteon: Volua te of l~ly QS itst werifice tothe £OBiAS
5

Taq~lani® HBVy Teal,

,ote: Iffrofenreeoitti tsled Carrier RNA or Proleinote K are ho he .,eIL thaw at r oot temperature, and
tiinrel several ittmer prior 'totue.

a Add the indicaled vtuae .1 sLysidhitditg Buflf. tl t clean sterile 5th u tihe

* Add the iudicated vOltltte tlf reconstituted Carier RNA ito the tu/e tinlaillitig ie Lysidittdiug
Buffet-

* Voiiex ilte HRV QS Ilr 3 5 sectinds attd add indicated vittnte tt IR-V QS t the tube clitaitilng
the Lysii/Btdding Bltlter ad the lectttstitted Cat ier RNA.

* CatIh IIle lWte ald uix by "I'ltr g IIt 15 tites Do NOT vortex vireraig wil ticeae bubbles iu
the SOLt kltt

* Add the indicated v oltne tf rec-s tituted P. leitae K lt the bllue toititauni the Lysis/Bitidiig
Buitfer.



* Cap Ihe tIhe and tis hy ittetIng I 15 times. Do NOT 'tt ,iex- vorlesing will creale bubbles int
the islmititttl Star dispensing the Lysis/Binding Working Soilutin iuentediatejy itlnt Ihe ;ddai..tIs
and ntixing oltie Piltemnase K with the LrsiBinding Btiler

* Uttslsed Lysis/hidiitg BRltie ,LS may he stored at 15 25WC f.. up to 3(0 days ir uitil te
expir 1hm date, whichever .. t..es first. t nused Lysis/Binditt Workitng Sution ttxl he discard ed.

II. Spenttite alld ComttmotI Preparationt

Note: Adjustable pipetorn with aerosot-resistatt tips are reeotmeoded for this procedure.

Note; A repeat pipette with proper,, sied sterile ¢ombi.lipo eon be used at Steps 14, 16, 19 and 22. Howerer,
extra rare should be tahen to avoid splashitg of reagents and rross-eontamination

I Pipette 625 tt. et t ysis/ninditg Working Slttiot inttt each wetll sf the Lysis Rack et, transparett
Ptsh the li, s down into the c-seritig Sill..it.

I penttigt litte weIll at a time, pipette 51} pIL If specimen t, r tsntril nts ifthe cid et wet]. Alter additis.tl
sit ea~c.htt skec't'ient .ir .c..till. mitt the lid dolwn ttifil the tiapi techanisnt etgages t) tight0n close the

3. Alter att s ..ci.nets aid ctlltt.s have heni added , mix by votIeitig the fitled Lysis Rack tr
appt-sinintately ItIsectItIds, Vis-uattyc. n frnt alt wetls are kin g ortexed atd welt mixed.

4. littt tie tysi s Rack ill a, iehattd 5Ot + 1t tC w ,itter bath fin Itt itidi Ltes. P Ftat tie ysis Rack ill
a wateria bh that is filled with alttitnatety 5 7 ct sl water. Dry Lysis Rack alte re ittis .l fisti
water bath.

5. Centrifu\ge the Lysls Rack {hr 1l-20 se0 ods . t I . set ti, g t i1 4ttsg itt the niicril-er plate eenlitue.
Ttie coItrfit uge stay nut reac hint speed.

6 ,penintip... welt al a itlie, pipette 250, pL {sr fuisptlpanll into eacd well After elah additisn pLtsh Ite
lid si.wt unti tie snap mIee hanismt engages l+ tightlv lmI sthe well.

Noe.: Votute ofisopropanot is specific to each COBAS
0

ToMlan® Test.

7 Mix spec imeiss by itvertiti the rack/tree timse, tietn vitieing the tack r apptxnitiatety Ill seconds
Visnstly ct firet alt;i, wells are bittg vIrtesed stud well mixed

8. Centtrirtge the L[ysis Rack fis 0 2t-1t sectds at a settitg Ip f 460f ( g ill the ntictsil-ted ptate CeIil r itilpe
The centnfitge Inty ynit iestc h set speed.

9 Optlitt ItrIe wetl at a tinte, taItrer 750 , L it f s,'it .. res. ... ... il t ii'st[r titte csitr.si.ttdhitt wetIs
tIf the Filter I Lbe Rack tII, yetlow) wit]t affixed Waste Rack (white) Atier the addiltsI ibr fatds
spcittn s.. .ir ... n. tit s liste, tlin ih tin l t tIwl tntil the snap Ilechanisni etsgspes ts, tightly tsise the

t. ALieru specimens oe , onmrlIts htve b ken added. cettriflge he Filtter tlue Rack assembly lir 2 inlntes
at 46{t) x I itn lie IF tis. titei 1llt en trithiLge

I - Op4tiistp ole wetl at a ittie tratIsfer it eh t ,ainhtg ee-itttett tir ...Irit itxsire t , th t Oilte.p..lr.inll
welts s1i the Filler Tihe Rack. Ate, the iddditiisn mr each specimen otrsti l ntistite, tighity close the
lid of the wellt Discard the Lysis Rack.

12. Ceisritfige tte Filtem Tn[d, Rack ISssetsbly tir 2 mitstt i tt 4[(O spits tile nticli.... ietatet Yeceitrse.

I ReItIno e tIe Filte Tube Rack frlilll tid Waste Rack hy t .t.ssip ilNth iat litlks (Itt fte .p..r side sI tri
Fltier Tsibe Raick. Discard ihe Waste Rssck. Replae with a sew Waste Pack and snIs the Filter tlite
Rasck .i.t.t) the Waste Rack

14. Opetiste. well st a ime, and pipetie 4(Xt [sL os Itbitiw Renovalt Bufler IRB) dIswn the side sif each
welt, I o fot t..o.t ite sides or Otie welt. Alier the addititl siC Itihibitlor ReInlsisl [Bustr to alt wells,
tight y t .ctse the lids.

I-,



1 5 Celstit,,,iflgeth Filte TLL,, Rack ae ittly i 2,i iti Itea 4,00 , spi the ticrlt-titer palatetfi

l16 OeitIIte welt at a ioltIe d pipette 7W pl- It Wash huller (WASH) dttset the side tIf esct welt. Det
.,lttc' tic nide ethicwll.A After the, addilititn tf Wash Bldtffelsall wells, tighilly hlss Ilt, tIll

i7. e', tg I he Filter Ilutr Rack assemlbly list n2iuesa 4618), x inlie eir-titerp, ecntrfse

8. Remove, the Fitler IlfV Rac k tiIt itth Waste Rack by prs in llit sitap k,,ink en, Ite pe sidei i Fte
Filler Tak~ Rack. Discr the, Wiste Racki Reptace witlli a iew Waste Rack, attd sita he Filler Tslt,
Rack ...iltfi the Wadel Rack.

I i). Opetisse well1 at llime attd pipette, 718 pI Itt Wash Belter d,,wlt te, sideI ifach weL Do, lint touchl
tie sideso IFe well Ater the additissit if Wash Rifle II, a I e "IIs. tightl c1I sl Ie the lids.

2(1. Ce1dittItiig the FilltrIFLIt Raek aseItlyls 3 mi'ssesa 46lo x gillth Ikticrsititer dsaletiteifssge.

21. Remove. iteI Filwte Tsib Rac k IIIo Ike, Waste Rack byl plesn kIti, sitalt I itk-1s sIt lie apperide of the
Filter T,,lk, Rack. Pklac the, Fillerluk . Rack untIl" Ike Filalil IRack lIA, bIssel and snap the Filler Nulle

0Ottlt sue well at I tlm and pipette 75 l.itle te-ctled, Etlmi..it bier (ELB).onto fli ,,ltrme oh
echlie ,ilil' tin " Ioic 'logCi FIller

Note: Do,1,o1 arId Uuiea Ruffle by, dispenaig down CIte dide s/hewll.d

2. Afet, the addilitl,,f 17Ii ait IRalder Citd all wels igIl ht kise.. the lids.,t ih,1IIeI theI FlI.. tlIil Rac~k arIti
Iteiiprat siI- f Iiltli nIl tif 3 mistile alter, adding ltoissit Rltf Ill the alas ,iwel.

24. ,eitrilge the FTilter Tss,, Rack IsenF l Ilist3 ntltts at 461111 g itlil lI il 1illti.,

25. Rettssse the, FilterIsit,, Rack frss'tt the Fllsii.s.'I Rack h, Ile Ftghith sia skssIIn ihe, upper sitds sir ie
Filter TsI1, Rsck. thcsr Ik llter~ ITs' Rack alsplsi,1eiaiely

2 Place the Curer Rack 01113, h.,)lcesst the Fltistsi RackI lIIA, hilel Pis) dstwIt lIr..tslyid shh itks
silti the EFll I'ut RalcIk...iie IIl lids.

27 The ,....... Ise ,,ciin ild cisltli Is are use~d dicIly tuel PCR. Use 50 111. If hel prsscessed specimetIs

adsIltlri Isl lthllcaist Asid tile priemssipciesad c~isntsl ffiil'e Wsskitg Maltssle Mix
,itlhill 3 1tis..sts sII cistletiItg specittie attd c,,Iti ltct 1aitl Iipsces, seitesad e.i.....sl,

,a I r, usd withill 3 himrs ill their prpr lits he p.rIcssd spci lln~ aunt cI till 'sits IF c:L t h lse
at 2 8

5
C ilir up, ili 24 Isar inl the ciird Fll limt Ran, sir friteen at -201C Firl tsp it I weelk in ste rile 210

rt, pilyp....s pylene sres-ca Jl Isuha S,,rstedi F/tN 72,69lsW86,.

Allolilillcalinuami deNtecio

Nots Keor~ee ad K-carrier holder shoud be wiped with a tIIIt fre clot, 'oiste with a 70%,'

C. Reagenti P. ieprlln

Note CORASe Ta.47ao
5

l HBV Mase .i (lint' MMIX), WosIIg MAllr MUte (Working 413(X) anId
Working11 Ma.rMi..s.rcssd .eenei a..d eo-etiaelih -ielttee Protect CIeh reage....ti

Note: COBAS
0

TaqMotil HilV Master Mix (11BV MMX) atid COBAS
8

Taq io
0

Mananes Soluto
(CTM Moat) must be equilbae at 15 - Ill for at Iaa 30 minutes prior to praraot of

VtsPrepar Workin MMX afte .otpeioSermnadCoiotPeaton

Note: The Workig MMX must be used within 2 hor o.. eprato'

2-



Note: Once prcssdspcmes ,d cotrl artdded to Working Maste Mdir. amliictoems be
startd wit/ti,, 3 hours..

I Hqt,6ib~ldt illie vial, 1(11KV MMNX attd "I"e s'ial CTM Mit' at 15 -30'~C 1Kv sir least 30 ttistssit

P lacel a K carrie in :t K -carie hoIlder

3. Place row K- wIhes its sh K-ctielithistt tititchill site sides ,Itthe K-tlfhes.

M'Ast: I/fewer than 24 tubes are Ito bel run, positions 1, 2_5, 20, 23 and 24 ,tust be occupied Ito balance the
K-carriero di, h Ttiero.a Cyelet.

4. Ui~lcp the, K-tahesf~m sitteth K-h Capper Plac raps mislth Ks she, Park Pissitili n -lslt

5. prepare sIte W ..kislp MMX as tiills-s

i-sir 24tes s.sidd 191 Lo( CTM fi n
2
" ts'is si atI ,Ir iV BN' MMXC.,<l tile Nttle and ttis e ,IIb

it vrtn D5 isss I)'s't .. v..Iittiestm W' iking MMX. h,,-i ' ites , Wortkiisg MMK liim light aitd L
withits 2 hissrs

` tLIstsresitssve 661 pIL it' JIBV M MX and plac its a 2 iL te,,. Add hIt Oi CTM Mt'Ihil
2 I'll, tithe i-tiistisits lillV MMNX. cap thel wti, ttd tis, well hissertnmg Itt tmims Proect the
Wirkissg NMMX fisstlgh and tie ihits 2 hours Stsst-eif lther fitsler 'it the ,fittisd IIBV MMNX ,-ssI
CTM ii N I "It till ipriaiil vial at 2- 9CT Otc, opndHiBll MMX attd CTM VI" ate .sshcadd 2-
8( ltii 3015a-si,,r ttst ith 'irutti.'.. date, wit Icheverrl, te tsrst,

Notes Volume, of CTsII M,,
5
' is, specflc t Itterh COLLIS

0
Ja1at®1(V Tess.

6. Pipette 50 1 itss Ws..kitsg MMX hil ttii erl K-ttIhe.

Nate If poesd spei te,t anI cn/o n were s toredke prior t ampifcaio, ha atoont
temeraur before .poeding to Step A

7. Add 55/p sL acif ... s'cesvd scittttId rt'stti sose , tt K-tithe c Wtiit ..t-kits MM-X
tri'lI itgsti~icrs iptttiw-tta't ity'sibsielrtliie dsltete Il1> Owet .it x ntis ah ,eitte sly..

c ittl ts ad dowi thr ies It I .se t.ic.. ipttlrwths'tgltest bbbhle-

8 R,,,,It Step 7 li earlsp cesd s ittes t t rilcesertttts ttstital tIL - ken ,Ir ts.ifes-d Is K-tshes,
Lise a neIw tip thl each se iltct itdc'tt-s Visually ins-per hit hbbles attd I n tllv It lrvty.(l fth
K-ttesItlg a f-ttsh (spCr., Vi-salt ,,ieif, rl'tTv tIine his si heen ucdedld

'l A Itliticttisit nsts h, staied hitiit 3 hs....rs of site tilt il t theatt ssdseciln tatld t-ililtnt it ttl, l
added sit site K-ttills ,llitsill tile, WI..rkitlp MMX.

D. COBAS
5

Taql sn® IN AttaiLyw t~t ding ta Operntiou

I- .tI'tltl the ss-iikssssii.ts compufter attd sg'titWiisd'iws XP si~ftigtle roted se ID at,.pIsird

2- Tstt I 'll tIle COBIAS' I aMa't- 4$ AttaflyWer d Vet 5 ssl the ifistrssnes itlitia Iices and is i-ea, ti'y u-st
if K-ct-etsItmpeult tisttl tilc still titrated itsIil, l iitlr stth Thertsa (Tb-ers rclntslv, thcnitsistp
the K-r ai,,tw-s, le

3- 0lpes AMPLILIN K tifw r intecltlltltr Ug, snittg sh LI..tt .se ItD sttdpassld

4. to ,reas K-ranier ssdets fl istlslpciei tt, L, iasttyat. click It the, Oflder ic...t.. Select ill Sample tstb.
and then click .... she New. htstl' .sS tste lheoder, sttsh furl etch s .mssi~is sil keypad sir hayrsde
scallilt, Seiccith ilest~1 tDeisti, "I Lt lisr th COAS

5
TaS-Man I IBV Till Ret,,tt tit each Okctlet-Cick

the Saestillsll

ot:Iffetee tthatt 24 tubes ore to be u, poiin , 2,5. 261 23 and 24 otust be ocupied to, bal,tce,, the

' 7



5. I r Qualitly Contrl tIi i ttltit by selecting the Quality Conmtro tab im the Oider window Click
the New bitt[ot1t andl enter the inirniationl fron lthe CONASN TaqMani FIBV Test Coolrots Vahle
Card supplied witt the kit tsing th1 keypad or harctele niler, Eiter the COBAS' TaLMati tIBV
test tol nltumhr expiratin date, Low (1+) and I[igtt (+} CitilttI ratges ats well ais h li spc itic cat6ibathlit1
ttltfictitts in the designated spaces Click OK'

6. Assigta K carlie tnubel fit the rrtt by clicking on the K-Cartier tlb in the Orderss itdiiw hi the
K-Carrier eindiw, click New. lit thxe cell ItI the ight of 'K-Carrier ID,' enter the K cin ter rItter
fiom thc bxcode (in the K canir USing the keypadt or brcode c,,tter. Note tht the results ill
previous rutt with the ane K CatTier ID tmst he accepted Select ilte Test Defititlt titr the CODAS

5

TagMane ItIBV Test iott III tlest piel atwthe li tower t' ijil of the winthi

7 fit the Worklitt. elect thle ttrt nix ,I tile Type ,Ti otinmi Highlight this tlold to access the pall dowI
meiuad ten then elete tequitired cnI.t xi type. Next., .ot ble click ItI.e stI,, pi it) fleld Ilir tlie stitet I-t
the LookUp Cliftre] Window sill t:h displayed with all available c.intti.,Is. Wheti the contrl is
elected, the ct...eson dint cttbrtton and crt, ItI vaites wiltl Nu' tisplayed i tie lihixeerti ghtt

tnixirttt-ttioo pal.J Re-peal this pnice-s ki all t equire l cotttxls-

I 'o eer s Wnens hi the Workl. dtouble -ick ott the Iirnt pols-itlkt (nw) tlo snit'ien etny Thtisxeiit
display the Looktp Sa.mple window coninitg it r, twsigtled spec ietI orders. [s the Shift + Arrrw keys
t; Iilghtight ,tre lhain tie Oder .iU... her Verify that all ordes have [teit ..si itent thle Test Defititi.it ti.r
the COB AS' I ea O V I est.

a.('ick Save to save thxe K-cax riertorder assignet

A. iplilatiot ard Detection

Select the Systems Icm itl tOhe Syseti Tab; click O(p[en tNie, t hte Thert tal . ycotI C When the Th.ert.tal
Cyclee Citver ihis ctttpleltety ie+[atted atid ''Ready to Load' is seen in the Systems window, lift anad hitld
the Thermal Cycler lid itn. Utsit the K -atnier Traitspiehler, aTtster tie idesitd K ( all'ie' ctitlasiiilg,
Ihe caspped K-tes w it rh Wrlktg Mlaster Mix atid spiecittietiS std c;titl-s' iltO, the 'rhtetatlCycier.
(Itisc the 'I hellhal 1yclen lid

11 Click Start ..ti lhe Systeina s dilltt+w [WlIex the PTC icot he ctise Ile Thiet T l],i Cy, ]eI Ctivel. itid stit ite

I)2 Alxpifictati s astd detlction are auto.mat.ically hrfied ly the COBAS'I aqMan' 48 Aitalyper

ItN



RESULTS

The, COB AS's TaqNlau, 48 Analyzer auoaialyd ,reic ,h H3BV DNA tiler for the, scia lisf ctttt
The HIB DNA tiler~ is expressd in ntrlIna Units (]U)/nl. The .... cnersistn lftto',lee tHy

cspisitLad HBV lteuloa nfiIVntL is 55X2 enpic~lIU n:in fth WHO Intetal.. ~issla SiwIdai-d iisr
leaiisB VuI-nc DNA Site Nuclei Acid Techit..t.nspy (NAIAl Assa Is,,eting NIIISC 97fl4,,.

Thte CODAS
5

TactMan
0

48 Analyze:

* Deientntinte heI Cycle TIn-eshsid sautel (CI) IIkrk he UIV DNA al lite HDV Q, atlitilsn Siinidard
DNA,

* Detennine the, 1'V DNA tite basedI lIiti the C IalIes fIr the lIDV DNA and IH13V QDItiau iti.ttt

Sittudtd DNA and the Int-sosfi cat ibtatinstt cttelicieut
ee Utites Uni he aclte IU/,,ib liter Ps. JIBY Ll+C aai lIBIV 1I(-¾C7 1Sa ilwihin linets, g

...g.statu ''tit UOBAS'sIaTntM
5

IVes tntttsatt't sttllpliee wihtlekil.

Rn, Validation

Check AMPLILINK ressils wittdowtt pfitttttul uscilagfls aind cslnnntlelltl il etisitre thai Iltneran is valid.

Titer...t.sIvatid if it tlatg appear It, fie COBASC TatMnt
5

HB1V Cnnlnls. ihe kttsit re0stlsae
,ibtaitud lI.. valvidi-utt

Control R..tIni Interpretaien
NegativeCntttf n kgtnlDlce Cstrst I.. .ithit'irantg

Law, l'ntsini y 'In it A n merctite X.XXIZXX JIhltn C. 'it-" I within trat,
DOigi Positive CnIns A i ttric tte X.XXE*XX I/tl.C...tst wm ithhintrang

ThInei-si istntt valid ifarvsf the tlstttniug llag, apitarfis tIhe CODAS'I Taclait's IIBV sintI:

Negative C intro

-NNC INVALID Itval"it Aititisalidrst

IIBV Loss Positive C onnirni

Flag ResulIt Iitrreo len'
I. LPCINVAI. A, t ains td resnt where the,,tius

90FiP~0l IIU/tub

A ttttn iteivlnr X.XXLs-NX Ant minaid,-esitl 's-Ien-Ic tine CtttIr ,s-a
It:/nIbn.... tfth ,tea-siud cslnns rntg

I,-I F,1+ 11 hI A,, ,in~valid reutshene he 'sts

Itusa id Ann itn,-tind result

I IBV l1ingl Pnnsutive Control

flag Relt l'trpelntt
HHIPCNVALI <2>Blll/nLA, mItitaidresult 1sliertilie Cinnai sa

A nnei iter- X.XXEs-XX AIt itnldneAl.her the Cituirsn usas
lI/ItuL.ntt the assigined cntnnslang

-i (iF-s lU t/r,,L An, in'did reai s-hr heCno
abItve the snvang

T~~~~~~,Ilid ~~~~~~At nn inn- du Iesiilt

If tine ut in t~aitld. 1-eleilb IN entlin .n nt.. ins ludisu spinte nI~d .tt...s I rela-lan.aapiialsn ad

'lel ectitsu -~ ~ ~ ~ ~ ~ ~ ~ 1



F.e a vafid runl. check each edwiidual scitetirlasrcnnes IIIth t-..ult pm~,t-it Ititet-t iv

A vainI.. ult itit ititde NOi, valid ,-t I itiutldhseied 'eut depending,, on whethe flags andi
"tnt t.itteIIIau otstuiiid foe the jfitidiniahtseitls

Speci.,eit resti a-cineptd as titliiws

Tite ResultItrreain
tagtNIIt Deftected Nit Ut valuefoeH B" ,,Ihtaidl Reot etrtas [ DNAhnot detectdd

2 Ltt 0 1t t/ift. Btii E -2.tME+(tt/,L0 oe ltito qatiatit, Lf,,Q) HBV DNA is
it.c.. qitittifiabte.

I2/XtEs-tItt lU/iL aid Cotiated]Ih,, reslt greter thaitr-equa ,1It 29 [It /niL aIld lens ririt, I ,itreat

1. 1 TtEt8 LU:/rnL R lt' itt-oewi 't h ina ag i he Assay. '1,1,,

seitu. and the test repeseed- M.rtit Iit)t(I re,,oeWd resaI I, Iy tie Lilutiti

Note: I some rar .. i..ta.ce. npecim e k ith ver high titer ran produc anIn valid ret.ld with a flog
"QS INVALID. ' The resul for, these tro/e is 'tot .lid aoid 'oust be repeated If the sampl

cotne o prouc o,r invalfid resul tease can dilute the .aapl 1.100 in IIB Vonegativepam
(frpasata IIlsjo IIBV neatveseun (for srma., ipe. ) in order to try to blot~uo vaolid
rslMultiply the reoredrnuty&h diluti~on facto

QUALITY CONTROL

~iterepict eachtif Ilie COLDAS' a~n Negative C(Itit-t I.. the (SOBAS
5

TaqMati
5

HBV I.0w ill C I-tIt
sttd (itt tiORAS LaiMa,,

5
tltV tighl, CItttrt ittut tn itt lhid.t itt acti test Dottt Tue hath is alid if nit

ILI,,satuttear the anII ..t ...tnttl tIBX Lt,,jC, [IRV [Id.C and1 (M ( I CI

Based tiit1 the resu1lt~- fa I ..-...itiaitttiiio~tii stitdyMito alterating ttigh tliisiliv IFiWlly .,nttt. attul HDV
tiegativ, sape. ,hr are tntreqeIseists regading, tte ttiti ti, h i.mttitn Iitt tt tKcne.Check the
ttiri priittiu i fir flags aid .~ii .. ite tts , etsuc ,,ldtha the, iun is valid.

Negaitn, Catiboet

CTM H- C,, tus lietd it Taget Not De~tecte " Is tI ile.tn Ct va,,lue Ir tI[V DNA wt obaitnedi hilt a vatid Ct
vaflue was i fdihel titri th t v Q uIahitititt Stautte DNA. If C1 M -I C L... ..Ir sittet this critria the enire
,ttittsiitatid. Repeatl he, e11ititv, tIttict ,isttcittiei suetcitiirti preprtiis, anullitiatItIn aitd detostkitt. If C FMI
C icinsetlyts atlid. ciirctytirtsa R,,ite tic Ittfieilir 1ecttticat sisttt

Positive Controls

The .. asigitd range fIr IIBV' L(+IC a.d tIBV It.)C is s~tie ticci toto i..r.... and ~is provide .... the
CODAS TitqWuti HB V Ti-a Ctitirt lD Pis Curd suppl1ied in, tie kit. 'These iatiges iti, etrditits the Data
Staittttitr thIIhetVAtt1tlN K stIwatemitt theCOBAS'LTaMadIi 48Aa.erhtd .cai.i.r tIr keyad.

The, ttBV DNA ttl/nt.he NIth the tIDV IfsC ard[ FIBV llsIC nitis falt withi the range itidiated iit thy
COBAS- 7" slut o/a lIltV 7Tat (enr,t VIs Iru Cavi sit pptid it, itt kit. Iftin tir B1 ith tIf the pushivI i ,1I.

d ,e~iittIttu...t ..es critei, then the entire run is irtvalid. Repet ite etire pisicess111 (sNteciit1 idt Itutu
ppraiuttt tpiifiatitii a..t id deectilorif If the cu,,tteutd [Hi DNA titer Ifl rne tir hInIh Ii if l th ttsitive

,AlIs.scit... iseitlt'tiit the site range. ethinrActy tuteat Rticheithsdf i, rehtci usittc

PROCED)URA[L PRECAUTIONS

I As iith any, test pIncditre,. gIltd taurttr ehlitieis .. ssetNItil i the proper pefint fc uIf
ssy. tIeI didth high ariadltical eIt, itivity tt this tes, etrethie carshun Qidh taken tknt preserve the

ITtI, f kit rgeIts i ,s ifitpit itt nisi~t-s Ali regetssitud lft c ...s ty ttitini d i fIr ...i rit,.
Discard trrugit that itayo tns-ttc

2(~~~~~~~~t



PROCEDUJRAL LIMITATIONS

1,This wles has been~ va dI dtd tue ,, swith hitinan serum or htsan1 plasnia ctt tlected it' EDTA
,tloffcItioglant. Iesttttgiti other' 51cittiet types man renal I inl inci..ec t-:-ilts tilt neatv twfas

. Reliable result are de....pedett sit adequate speiheut hiftllciftsit titpotl. trieandpieesn

3. The prsece f AmpErase enzyme finth CODAS
5

[aq.Man
m
' HBIV Master Mix redlvices the rikor

attp.tis .... ittttattitatst Howee, .. nta.inaijitit. ftriittt DAy psitiv stisls ad clinicail :-eittteit
can ,savoided ..tly by gis 4danrar practices and carefuIl adher..tc lI, ue ptsscdutes specified inl
thisl Psckae Insert.

4 Tut' lhilrate, nititatitsnswithitt the highly*,h ..itt. evd lwegoiu ts th viral getin hovet-ed la ieCOBAS
5

TaqMsin,
5

ID BV les ,fr I-, 1;s With, The High Pttre S ysten pittiet aId/i pr1,o h ittay resti It ill the iittde
tow ttit'ttif .... rI' raittire. o1 detect ithe Vhas

5. lsefthsritilit shisuld IN huntid lit persItme 'tie~d itt ie,, techitiQue's 5o PCR.

6 hi 'Itrlitr.... cattitt 1hused with diel COBAS
5

I ,uuMan
5

48 Ahtalyzet-

7. This issI tttayrtsilss-eestt 'nih liPV type I anld I MV

8. The Imiitri vf sf the test e-,~ es bfished s.it ly with HBV Gliii' tylu A

'a. Prciis , u-n stbfished "it!' sitti (Jehltlsyp A atid G('tettiti IC,

tO. Deteutis....tIt the [I IV DNA target is dclsat .Idi iol tlhe ttstmkrf vhtts particles pese' its th, s~eitrt
attd il~ay inafete~d bs, sIte.ithI'et ultlettt ne'sutd patient fauic , 'srIie,- te,. prsnc f

NON-CII[NI:AI, PERFORMANCE EVALUATION

Stody DecIl l11.

The analytical peritr ne.it.. tt istius iilie COBAS' I , f'q in ItB V TusI Fii Use With Tlhe l-Itl Pure,
S ystet weedelttte itt a nets i su irs tleINurs ~kitt The, i ntit ti Detection it th, ( OldAS
.tMaqhitt H BV Tes Fist Ue, Witl' The Iih# Pure S ynte't was diterihine sir H DV DNA usit,, several
dilttistttssf the WhO tenetitnatsnl StaId'dl Isir He~paitti' B Voli' DNA M,' NucIici Acid Tesitit.i..g I, NATI
Assays, Testitig 5 NIBSC9'7f~l45 ,eis'v Al" atd coi ,al5 'p.inen, with D'ens'tpes At itthsgh G

tlhe litteciy ti psduisis's Is.1,, COBAS TMsq's atHIV lest Dit 1~,1 W'llt TheI Hllt Pu. ytetwsdca, mittud
bya.tIuttsissirseraldititisi isfit itits HDV, irmume in IB'V ',egaisu huna FDTA pl tstta tad Dhisinunseinint.l,
clittica '.stuintetin .. ttetrtst....k ut ttrhsns eeuitiiesi ,, nsbl, Its If WHO oti'teik'to'ul Stlandar
fi Hpeii B Vih.,sDNA fisrN* stclic Acil 1chmtbigyNATI AssysTestin 5IIS '37/4).

lu-ureabully' to IIor WI' I sautIarld~

Severa' l sttiistrit hstr cittiris I have ken asdd'i eetip etsf this test ti' pntVid, traxaili, yIllt the WIHO
Stt INad ti hincl&ds he auiltp RI nttDsUV

t
. fir WHtO Stxhcidara, an RMS HISV Cstlhratsr the Eutisi be

RI ,,rmdat-d ol thell CODAS' ,aMane HBV TestIysibttr hdhae stimiart y'eativ olillft WHO Stanulard, uts
,nohtissttt Figure. 7.
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IU/rL tat I 118 134Iuii, = 8 02) HIBV DNAS IUI~ttt itl Iitli EDTA pls a ad scntwth deviatiiitt D
timnajaityti m trettan (II2I I., ,t, isl Iaith Itatrice Ttte stady wit t,erir....I i , ising Iwotot uf (()lAS'

qan I lBV test FPar tise With Tite H igia Pttr System reDgtt a ,, seial diflutiatits oif HRt[IV anitive

te'etitt EflTtA lItistti atd it ..r.tt....

Figure 8
LaaiyafasCOBASR Togifoat

5
IfBV MeI

F., Un- WitM Th,1iteI h/ Pure System in EDIA Paae frCatayrA

10----_ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _

WOOSnadar Baned C.n..rata
L.,t (OBS ..A tU.mLI

Figure 9
l .e.rity of the COBASR Ta /c

0
IR/V Teat

IaUse With Tiac Higt Pure System is Serum farCa, tp A



In

to
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L~og,, (NOV DNA lU nim.)

]littearity tiar getoi~e m t rite r o tier Iit11 '!lltIC ye A iveis ~ini evat11itaed.

TIhe atteeltic l rneai/tlreittett i-attge 'it inalyr},e valtues [1iar catl be direut[y nreastred til ii s[>t]ilelnii seirithmti ally
duliiisudtm uin the COBAS laqMaiti [IBV Test is 2it m ItT-Edt IthI/ir.

[he etinicatly reptliatule rne itrl' t matatte values thate tart I2 tmeasured otn a jxiciltne1r withitt >i/Tni
(b ite it, lsille-h/tlldtebt ui~t sit z le CODAS'' TaciMttti" [BV *lesi is 29 to I.1>iE+ I0IU/mL.

I'CInUSht5i~ ty

ietnitt ¥1e T iter tuuatittatttil

Seven gentt rypa categise-is have ibetn piapised fii r HDV blased m/ n/LCletit vle di vergents e wt int l the gettatne itt
grearer that111.8.3 Thesek erl rye e rcdenigtie el'ith piT tI lphabeiical tet cstesstrt A thri 'ught( Tilt
[iB"/ getttyp3es ithave ctnat acteiistic geirgi-aphit dtvt''b~itttltls
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Limiti o Deteelfion Using [lie WHO InlenatwLienl Standard

The tm~it of dnatii,it was dteitItied using the WhO Iitrtttt~tSu I i,tsiie [lice IL

L~imitsif QuattiLtaI ...: tApvtve Gtidelitte, " Ie WhO Standad I, tsfrehly ilile intit etch iii y tiiqite

FD)TA plasmaL specittits atd, ealif five, niqu snm spcme Each ee .. tet x dittiti ar wstestd with six
relcte pitaixi twit fla tar, eachf tw, feigtt lds juteh natrt' A li~t] If I) rltits11 wexeid,,ttduded'tre

livei days: fir eah L,,agent kit tar each mari to give ut (IItal t 6) tepttc Ce tar , cvi Lexe litr uh Ii tx*tt...
qtifile dett titt tat the, COB AS' Iaq1,n It IBV tes cani~ delect I IBV DN A at EDU[A plst Wn 'tit a

ciicnttiitnst Itiw as, IItII tt/il, with a isitivity rate grater, Ihain 95%. The... cmtcttaiitf HBV DNA tii
the W IO Intenaliia .. I Simitlv itt EDTA plast an. , fd seistn that utiC he detced with a Ioslivt 1-ut mif greate
ttLIIt 95%- isdtante by ~i~bit Analysis, is 3.5 1U/,,iL and 3.4 IlU/tttL, esm vlseTINle 2' atit Table, 31-

Table 2
tIot ofDete-tion in EDTA Planin of(he COBASe adat HBV Test

ForI Use Wlith TheSHigh Pure System LsIn the 4110 Interotional Stndar (Genotypeit)

WHO( Standard Based
Coricet~tratioit No. ValirtRelae No. Pittsilvr Poifiuity Ratt,

)ILBV DNA til/.iL)
29.lt 59 59 t10t0t.

2211 (59 59II

593 59 R

83 I h6) 59 98(31-
6) 0 i) 59 980.
4) (Ii 59a 98

III 6) 37 62%
(5 SO) 23 38%

I3 (9N) It t
t
i

Pft-mbil 9551 Hit ate, 3,5 lU/ it [95% ettlteice ittiitsf 28 -4.7 lJU/ttIl

Table 3
U(iait of fltweI onIII Serum ofthe CORALS

0
Taq1ait

tt
" HIB Test

For Line Ith The Migh, Pure Syite u.. n I the WHlD IneraioalSanar ,Geocp A)

WhO Standar Based
Concenuratio~t No. Valid Replicate No. Poitives,, VoiIout Rate

MIBV DNA lU/mLU
29.)) 59 59 1)8%

22.)) 9~ ~ ~~~~~9 59 M)1%

15.)) 6)) 6) Bi8t%

0 ( ~~~59 59 M1)81
8.11 51) 58 98%4
(s tl 6)) 59 98%

I I) ~~~6)) 58 97%

1.1 95 66IL

0.5 6)) 19 321q
I I) 60~~(A I 10%

Prilb 95%~ Hit Rate 3.4 II-/niL 195% cihtc, itt tif2.7 4.6 IU/niL

Limit of Deleet,,I lIJing ( tiitleal. Steiffut Across Al il HB Ci.emtyvpe

25



Ihe I 0() was dctinnlil msing two sitS il reitgerls It ir .,eer dmimit ]spec.n.en... t I IRV lepresenlhig gemit les A
lhrstgh G diluted ilt nith EDTA plasma atd sellua One eepreJetaiisve citic a] silec inteti e eLKh genssty le wIts
lesled the HBlV tiler r eI h piuerl spcimen wcs presded by the vendor or deteriined ittl-is .e Diiu .i.t .iai.els
wee generated In 'hew Iittal tiles tsst.tignmetts. Etch paniel csis t sled I!t Sinl itNees ilpre-ent tg input lev ls
15, 10, 8, 6, 4 aiid i lU/ihL Ell, lesel of each dihsilli ,as tesied nith 6 replitttes split 'lls twlo r11un ts r each
lf two reagent . hs ier each genote specthnen ill each maiix tct" cighl days A total sf 32 rplicaiesstleach
palel renrebel was tested Itsi eth gerast ,,y in eadl ixt The tit atle was doi slitltd at elgh input lessl and liet:
lImntit sf Det,,tist. is defined cl the lowest es-el de monstraing a 95%i hit l(e mill whei, all higfini ttput levels
have > 95% tilt lte Tihe litnil f detisoti fis rti e a/n ltis gellet yges ill EDTA pliasmt ad c...ll is s.eala izeal in
Table 4 hclk) The data showin represents the ¢stslltmined -si,, t its fillm testing with two lots irl tageltIs.

Table 4
LODofIOR'V otype,

EIDTA Plasnma Serlm

(et~ltlpe LOD, liit Rale LOD, Hit Rale
lU/iL (95% Contfidenleu Limits) IU/mL (95% Cotnfidenice Linitis)

A It tlt) ' 9 t ttk(6) 4 tI(% 892.. ttilk)

B 4 97% (83.8- 999%) 4 it00% (s89.] t- lof)

( 4 97% (838 99.9%) 4 118%, ($9.1 - tt8(% i

D 4 ]{81% (89.1 - (1%) 4 97% (83 8 - 99 9%1

EI 4 97% {83 -99 9%) 4 I (81% (891- I I(1)%

F 1 4 [lott' (89/I -I1Nt 4 1(00% 189 1- t18[)

(1 6 97, {83 3 -99 9%) 4 1(8/% /89-I - I Il0t)r

Thll tOD rtlee l 0,CORAS
5

TaqMa®N
<

HBV Tes, deteclr tg airy silte meveir geist ypes tested. is deternitned to
he 10 lU/mUL Nl significant difference , tweni the seven geititypes s ibserved h/ addition, thlre was Ill

sigiTirilca iiiditeresic between plasma and secant osr hetween the twt lists fI reIgents tested.

C(iisidenitg thlat rite COBAS
5

T~icMuasl I IBV Tesl does tir dillerentiate betweeI I Li V g 'enstypes. the overaltl
t ,i) sr he stoast to deleci HBV iil cl hsictl ssec imnusrrt is delIstied III ,, IO 0iU/mIt

Li''it of Qua ntlitaliin

The tillsitO quaniitailost sas dctatisted usillg tire WHO tsienlliatk.... I Staldard ill iccttdatice wutu the
iselhot s dteillsed il ite CLSI Guidelime EFP17 A, "P..roioLs Isr Deteitalss s.. . sits slr eecis... id
I tlls sif QuaItrital is; Appiived (;uidetline.'

5
The WHO Standtrld -as hieshlly diluted miss each sir live f tiqt

EIDTA plasina speciaelis stud ehiI five unisqe seotrni specimens Each level si each ditltiss was tested with
sin tepllcates spilt aicoss it] .t... f.ir each si twi reagertl lists: te estch nsrish A sita] ts 0 ruits nere
esrdalcred actioss five dlays tlr each reagenit oti lo each mnatiX t, give a tistal fh6}l replicates (be each level for
each multfix. As deonsttrated is Table, 5 the s.s...ies demn.strsir.tied ihat the COBAS TaqManit

5
HBV 'est cart

delerinise tire csrsscentraiists (Iof HBV DNA ill EDTA t lasna and t -lut at ccel tlis as It a 29 lo/sin.
sith all iccepliahl level sif acctaicy.

Table 5
limit of Quattitatlon

3d anntx .Ex~cted Expectd I Obsered Aslt SD , T(ntrcet lragiut:, log0 Avg. Bias Cocenlrt i
Concentrlaon Concentiatoio

EDITA 29 lU/nil 1.462 1 25 (1.21 0(14 0(<69

I se...... I 2O91U/hL 1 462 1 247 I 0 22 I 1-7 It 56
7Vs TindAnelrisd Erro .. r TAE,L d ft jdclfedat RBh + 2SD: the ,AE sats 069 fit piet ctd (g56/vrs*en Al ih/i

Precisioni

Within lah~all iy Pliskion

26
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Witbitt R,~im Run lt Rn and Titi~ ii cII~ ,, vnte eL a in .M.,ar with lie 1 tntl,d defind Inll UI, LSI
tiftmenty NI CLS) Cttttdelme LP5 A2, Esiluatto Ii rcimtIit PetIortIatc If Qit nettattve MleaIreietIt
Method,; A...r..s ml(adlieSi id Edtio This pnndreprtits tie d .t.ni .lIi it huh, VWitilh-iti, t
and wI Nu~] ecstn through the e toritfai.Life ia snl ilii day nditttli tpattnidy Arnninssttt
oIf thtte repi~trat ,I e hu te panl' nicbr dilatd ini HBNTV ge1t,, in A clinical p 'itc ,as p i Itrne
daily i III ds I.. Each pe inbt is, taei ihiag tine etire COBdAS' TtMati' [IBV Inst poeue
,ncldin setueipeniti inptatniid deo u ieelrthe precision reprte here reiset ll

a~spetso Ithe est pocedre I i. stdy wis petmtineet utu hree ullsminfCORASC Tuiu,;,.mtIH[V Test. t.. ...... ~ tItI

Tumble 6
Preciiot of eh, COBA S® T.Ag.an® UHil Test (mi IU/nntt)

Spcmn I 2 3 4 5 6 1 7 8 9 III

enLse OdItE 5.3317 1.0417 8.52125 9.2512< 1.71[1F4 1211)1 Ill 493 14
[[DV DNA
Tiler (IIUtitL)l

W ithin-Rim,(V 19%4 11% [2% 7% 14A 16'X 149 "2I 27%X 5(t%

Rait-tumRuin,,V It I% 14% 12% 14% 16% 89.A 18%A 269- 17

Total CV 23% 17% 17% I69. 229 24% 229 34%1 32% 54%

Tm uat Nit. 132 134 134 135 1 35 134 1 35 135 135 135

Prcnn ft/h COBAS® TAq.,,® UHB Tent fin logi 111.1/nL)

S1uite' I 2 3 4 5 6 7 S 9 lM

Ot ..e..eI
-IlV DNA 83(I 7-72 7.tI1 5 92 491> 4.11 33/7 2313 1.67 I tIS

Titer

Standard (/3(7 (Mg( ((.15 113 12 (/18 01.16 11/(19 I1.1 I (I(.59

SI andard I/(5 (/306 f(.15 11.116 1.07 0(.07 (I.1/S 1.1 /1.17 ((.Mn

oeiaims It/ 11.07t (.17 11.07 11.22 /119 11.11 11.3 11.13 1 t/59

Rnprdue hilit,

lie ,epnducibilt, mif the, COIAS' I TatMina Ithy Test -Iir Use With thel 1igh Pare System~ sats evl IItt byist
oratist ut'f th,,N, enierna cItIcuilsies Fault mieion 1ci iiel thre duysiiftstn miteach III threeII Lii f
te~ignts:witheachpunnL.Eah .li ... t... isnl a .Il nne withl,.uh natl nitth~test in ltipicate

The! re1suh tIII tie repeditibi~I it it .hdy ate unnanize ill Tattle S X Table Ill I EDTA lstt I ... an Table
1It to b a le 13 ..e.....l
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7Ta(e 8
Component s of Variance (Percentage of Total Variance) of
HRV DNA Concntration (tog,, IU/mL) - EDTA Plasma

Gmeoinnc Total Prcision
Men*fl ean or S ill/ Vaiance

Geno- IIBV DNA W o of
type Conceotmtiun 111WBDNA Lot Inst.,, perator . /Ru rilho of logc

(lgol/r nc(uLICnentlation
T~~~~'N~~ ~ R..

11Y.L)~ ~ ~ ~~ mn IIl BV DNA
0°luIU/m L)

((0(I}5 00(l)013(001~8 (0.10{44 )I(IS5211 32 21 162" l0058 (l 0{5% )
(3%) (0%) (1%) (72A) (89%1)

2.34 221 62 l(.104 00I0.(0018 (U0)15 (0X4 0 ( 14 ( I(7 1%)
(5%) (0%) (I11%) (20(%) (64%)

3.36 2.31-1 162 0.03 0.l0l 1.109 0.10 4 (.0127 ((1)62 1((1(R%)
(4%) (0e) (3fir / (22% ) (44%)

A ~~~~~~~~~~~(lHll(l (0()21]} (I.0hl') (.01~)9 ( 0113'
4.35 22,369 162 "WI(. 101(8) (W1)%)

(I2%( {2%) (24%) (23%) (39%)

519 154,752 12 0W14 0(X31 XlI M )17 OA 5 0%O(1-1 14 (l((1 (.0) I) OiXl {HIt 011 ]10)117

(24%) (5O) (20%) (2011%) (31%)

(lHl80lll(000 DOI{{.10:15 (l.(0017 l(1l(})'2729 I 9,444,050 162 A5 (1(0(]3) I wk%)
(0%) (%) (14%) (21'A%) (64%) 1(

(lI0(2(l OII (11 0(6 ( ,106 (.0(059 (((143].38 24 162 ( (235) (Il ( I 0c/4
(9%) (3%) (3%5) (25%) (61fl 2

29 h 11.90(22 ( .1004 ((.15 (0)(.)00 11035 06 I(34%A ) (6%A) (7%) 1(1%) (54/%)

3.43 2,686 162 ((.1 0 (.06 009 0018 ((10 9(7%) (239c/ (17%) (15 A) (33%) 7)

4 :9 24,479 161' ''( (1)0(I (7 (1I10%)
(8%) (21%) (16%) (22%) (32%.I

Ol.1007 [l))(0)! O(1.X08 m(}{}{0)6 (1.101[4
5.24 172,515 162 ((.(I )44 (1( 14.)

(17%) (2(1%) (19%) (133,1 (31!)

7.38 23,79)] 72(1 162 ((.10(13 ((.)0)(ll 11.1)0(4 (N.(3018 ( .113 ((10159 9 [(01%321%7 {1%) (02 I/ I14 % (56%)

" 14 oauf /62 (.,(6%)(Qtrcl[ cre '!IYVDNA detected /IL',,,II 10IOtIBVDLNA lJ0.iL

I, rc ., .s .. ... fndalid.
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Table 9
Standard Deviation Components HBV DNA Concentration (1og,, IU/ntL) - EDTA Plasma

cnof Geometricr a
IIBV Tortal Standard
DNA Site/ Deviation

GAm- tIyBV DNA No. of L,1 Witht-Geno ~ ~ ~ ~ ~ ~ ~ ~ Itan- Opentar lon oIa/ ithin
tration Cottt Tluent Rlmn IIIV DNA

(logl'. Contceintrationt

132 21 162' { 0391 0.{8{XXK 00277 0 0662 012283 0(2425

2.34 22_) 162 1I.o188 O((.X1 ) 00291 0381 0.0691 0.068I

3.36 2,314 162 1.0161 O((X.) 01.0431 0.0368 0.0522 0.0787

A 4.5 22,369 162 0.0311 0 .}128 0.0441 0(.10431 (.05(4 11.11(5X

5.19 154.752 [62 {10.1368 O{.1 0161 00329 0(}337 (O1{416 113748

/ 9,.1 '.0
72'9 162 0.(X)SI (l 00{1(} ( .(_ {1.o268 (O.1474 0.0592

5$

1.38 24 162 0l449 {} 0251 0(0246 I (1770 {11196 OA533

2.34 219 1 Ph O(4{66 O0190 0.l_21 O (.8) 11.O580 .181}81X}

3.43 2.686 162 (.021(5 4(.(12 (0{3(7 0(0286 (O(.131 0}0755

C 439 24,479 161' 0(}196 0(0319 0,0274 ((.137 ((.0391 1.1686

5.24 172.515 162 011270 001292 I 0290 02.112 (0(368 100663

23791,7
7.38 162 0(0354 0((.179 1.01212 0011285 O{10574 11O768

21I

14 imt lt[162 ( .. 6i)r'wult, ber 'l lBV DNA dltic ed c <1 tha lo, 10.) IB V DrA IU/¼L
~,2 ctaul, I(ts e- 5 inCai
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Reproducibilit Results1 Su'.'..r..
Tota1ll %CVfor HBV Panel Mde, berr - ROTA Plasm

Mr.f Geometric Total Preciium. a]Pdm
HB% DNA Mean of N.. Varianctof Stsndar

'7 HBV~ill DNA ~ f tog," Desiao tgoraGernty~ oncentraion oF lglilly CN 1%)
(lg, jul Concetratio Tests IIBV DNA DNA

'.32 2 16( .0588 11.4 611

2.34 22(1 162 .1714 (1. 210

3.36 2,314 162 .1616 1118 tO8

A 4.35 22.369 162 JOT18 O119 2

5.19 154,752 162 .1656 11.17 17

7.29 19,444,0158 I(2 .1035 .1) 6 14

1.38 24 162 01235 (1.15 36

2.34 219 WNT - -- 6W ('.18 II9

3.43 2.686 t162 .0)57 11.118 t 7

4.393 24.479 161 t .1117 0 017 1 6

5.24 172.515 162 .101 OL07 15

7.38 23,791.7211 162 01659 OM11 1 8

'40 1 i(62 (8.6%) rvss ee' BV DNA &,6l, d,l6.. 1, ),,, 10W 861ISV (WA /6//orb
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Table If
CmoetofVariance (Percentage of Total Variance) of

uBV DNA Conceuecatio (log ' ICnL) -Ser....

Mea of Ttal
TIUV DNA GI'reck, i- o I,.
Germ- C aaron- N~eouf N.0 1 siuwNithin.- Vrac

(log,,, C nnceiitiaiioii Fiber, I BY' DNA
l/rLl C once.irrlion

>0(4 II ( 62. (X)54 ] (0127 (M9WO 0(.)(l(4 0,01767 II. l)
(5%) 1(3%~) 1(l%) (4%) (77%) IWO1%

2.))) III IN 0l.((99 ((.172 O(XX997 ((.0(943 ((.)(072 ((.(144
(11%) (16%) (5%) (3(1%) (5(1%) ((1 )

3.74 2.194 (62 ,RX 00 2 (X9 CX1 OX31 (W7
A MA_____ 1) (28%) (11%) (21%) (39%) M(X%'

4.(4 2,4 61' M(1.9201 0.1929 0198 (,O .191 X23 ll.)19( ((.99)
(210%) (29%() (8% ) (23%) (19%) I ((9

((.(9(24 (1.1911 O.((997 0((.116 O(.9(l I I.1X169
5.17 (47.146 162 ~~(35n~ (16%) ( I 0%) (24%) ((I6%k) ( (X)W'

7.27 (1,732,744 '62 X 0.1 0 (l.(993 (I(.0()1I (0(9N3 ((0)033 0(0939
(0%) (6%~) (4%k) (7%) (83%) ((1 0 )

1.38 24 162 (~I 0.159W ) 11.X932 I.19)68 (.1(0244 0(.1349
(21%) ((1%) (9%) I(9%) (701%) I (XN '

2.14 2118 16 I' (t(X1)lI 0 NOW.(( ((9) ((.)5 0((.1)40 0.(9)3) I (.1(8)4
(1 1 % ((1%) (i5ll) (48%) (35%) I (X1&1%)

3.3 2.664 162 l "30,03 (,(99 ((.J19 (.(.1I1N18 (0.(6
C ___________ ~~~~~~~(5%A) (5%~)I ( 15% ) )46%, > (29 18%I)X'

4.39 24.555 1f (62 O X) 0,1 l(.J185 ((0(144) (04118 I3(0076
I12%) (6%,) (6%) (53%k) (24%k) I(I(96<)

5.22 167.232 (62- ( 99(9 ((.18(0I (,(.(995 ((.0(32 (M.(9(7 ( (.l(7
(13%) (9%) (7%) (4661)~ (24%) I 9/

7.37 23.676.55 2 161' ((.199(6 ((0(9 ((9( (.0(X41 ((.(9(7 ( (081(
(8%) I(I> (5%) (51 %) (37%4) I(((9(

resnl(.,ov ~ ~ ~ ~ BVL d,,rvd ,i,,vvvhXllVDVlI1

I cantO was (90 (hi.
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Table 12
Standard De liation Components bVUB DNA Conrentration (login IF/mL) - Serum

Me.' a (Geometric Total Standard
HIBV DNA d
II..BV DNA Mean of Site -Dev itio nGelto- Conen- A No of

type Italian coin ion IIBV DNAtye(ilogn Concentration

lU/nmL) (itl11BVlDN
1.04 II 1 62' 0.0737 (.1127 0.0312 0.1}660 0.2769 03164
2.1( 127 160 0{({XI) 013473 LOI2N) 00654 (0(85( 0.1200
334 2,194 162 (0(X}67 (0470 01.0292 0.0406 0.0553 0(0883
4,34 21.749 161' 0(451 00539 0.01281 {}.0482 0.4J35 (0(995
5.17 147.146 162 0489 (.0332 .L0262 C.0403 0(0328 0(0831
7.27 18.732.744 162 0 (88(l 0(0160 010121 1.014 (.1 0573 0.0624
1.38 24 162 ((11232 (({R} l.(0566, c1.823 0(1562 11.1868
2.34 218 161' 0((031(9 ((.1H) .(0215 0((636 0.0547 L00917
3.43 2.664 162 0(I(I (1.1179 (1(3(16 (((536 (1{142( 0.0787
4.3') 24,555 162 .0297 (102110 (01214 0(0634 100424 (C (872
5.22 167,232 162 ((30(2 ((1251 0 0221 0 0569 CI0413 (.(837
7.37 23,676.552 161 0(0249 (M{100X 1102114 ((0644 005.49 (.00906

"' ,- oct/62 (40 1%) r-sl - IrBVDV D A4 ctererd le... tn 10.0 1SHB DNA ILbI/L.
S, requ/lo .cl ccaicicalid
I 'W' xa ivlid.

Table 13
Repraducibility Results Summ ary:

Total xVfar IIBV Panet Members -- Serum

Mean nor Geometrc Mcat Toa P i Total Prccisio
Standard

e IBV DNA of IIBV DNA No, o V V, ariatc¢ orlott togu.or..a
Councentratiotn Coi'ce'ttratioct Tests 1IBV DNA Deviatio
(logicn IU/lnL( (IUl/unI.( ° onceNAo f Iog.,, IIBV DNA cv 1%)

Conce~ ~~~icntra tittn
I 04 II 1626 i 11{)] (132 84
2101 127 / 6 1) 0[44 (112 28
334 2,194 162 0078 00((9 21A
4.34 21.749 161' .}t99 ((.I(1 23
5 17 147,146 162 (X169 ((08 1(9
7.27 18.732,744 162 0039 (0(6 I5
1.39 24 162 (349 019 45
2.34 218 161' I, 0144 (09 21
3.43 2,664 162 .00(62 0 08 ] 8
439 24,555 1(62 076 ((09 20
522 167,232 162 .(7( (08 19
7.37 23,676,552 161' (082 (09 21

65 coc rf 162 (40 8c)crcc Ir.A.t. IV DAoltc'ct1B cL d, Iowl ((coon /9.1)1)0 HBV DNA Il/bol~
/' c2~.tt~ultw~,ere~l
'i reutc waoincoulidl

Tabl, 14 Stllt'eS he tvstlls PoeBItV Negative Panel Menfl,.2es .oci t.e ...l.ndichbiliy (d(y lbo each
nlalrx Eleven aloe p ositills were olnse..ed in hte Auv tnd ;ll were )4lcol the LOD. Spciriciyct, ((]l} in

EIDTA plasma c951% Cl = -(.98, 1.(0l ,id 97% ilsmn/[95% C= ((03 94, 099)1].



Table 14
HBV Negativ e Panel Mlember S$mnarj

matrix Total Valid Tage Targett Detcuted , 1D and < 29 Within
Resuils Not Detected but Below LOT)' Il/m

z
Linear Range

ID IlA Plasmt a 324 323 t 0 II

SeI nti 322 312 /2 0 0

The liniudftcd, (LODO lte ce iav i IU/mL Resultl 10 IU/mL aebelwthe LOD
RlMll /1) IU/,ml. si c 29 t/ml ar lc lebthe LOD, h.t clawthe lictarege.

.eae nge (>29'IU//mLtI, ic WE+ 13 I.

Pertorllncee' it COBAS
5

Ta.1Man. IIBV rest witth IIBV-Negatiue Samipies

The perterntmate ul the COBAS IlaqMan
t tin V test with HBV negative aiplea sas deter m ined by ana ly sis

ftBV ,..-negative *rnt and EDTA pna ltil bllid a... es. A total of 22lspecime nms [I individtal EDTA
plasnma anlt i IO serum pecimens) that wet-e nli-rae live hle, HBsAg ald alti HBe were tested All spimenIs
were netted as Target Not Detected fie HBV DNA tIer ith EDTA plasma Ind seri1um ( 110,. orI ItI 0t Il. witlI a
95. ....idenue inte:-val n, 96 6% to t t)ic

Antalytical Specificity

C0sis-meaativc,

Ihe al tyticail spciticity ill te COBAS
0

TtqMan B IIV Ilest was evaluated by additg cu'ttred virus into
ttitV -egattive hnltean EDTA plasma' mic atatyll 'tg I,,e imeis fise, subjects pos-ive hireitite crl I/gents (tsled
ill Iable 15 beliew.) Fxcepilintfite CMV inlfcted specie lll atd HPV stain l n. ..ie... the net IH1V DNA i
RNA virIse s tested wete ii+ilive I tl DBV DNA Sabsequent testing cit the CMV infected spec iee did flet
centesteely ortefirn the iit iat I result Sutbsequietit testiing tIl PV strain 18 idliatied that te mltsitive relsltt isir
HBV waie detea ted at IIPV uioncenliratkiis less than 20E+}9 a-p/mL

Table 15
Analytical Specificity Spverimeens

Vitals Added Into Plasma Specimens front hleettd Patuints DnO
AdenOI virus: ype 7 Cyticnegalovrmus intteied patietti (2)

Cyeinegalvcirus AD 169 Epstein-a B Virus infected patiets (2)
Epstelit- Beat Vitius Hepafitis A Vrus inlfeted palentis 12)
(RA/I Btrkittd'5 yIpheena clis)

[tpattitis A Vi us PA I Hepatitis C Virlls infeted patient eeietype 4 (I )
I erpes Sinplex type 1, Machit yreI tepatitis C V irIs itifec(ed patlent geItype 6a (I)

IHeIpes Simteples type 2. MS IV V itnfeeted pattits: (2)
luttiat Papilile!n Virus StIaitt IX'

Infueteza A virus A/Hting Kein'g/6/8

Ifletenena/t B virus B/R75

Varicella Zester Ellen
West Nile Vir..s

HItV .train IS ertnteele a liceti HBV etftt, ie an .'HPV I o....t .r..icn cu 2.0E+09 / nc L ./m ...e.qe..tt
tc-.etite inal cted ti NB V eeiiivic eet.ls ftre (PV .... he...ratiet le, than 20OE+ f(7 eL/mL

2 oI)ef, hetse CM1V .epimne fc,,,cm i...eted padienr ruel tel. a peeeit-ie cese, t which nev el ,,d e In~e llnth
eterfn tavtcal itn atu/t;eqtcit iin/ a~r/3



a snc ,rd prsnea toint y151 I Wi~tE) itt HV an~d hae ken hw mit li interfere with the
qu JttitlBnt V DNAb tshim tent.

R..ge of SemnsTeste Nnrln,. Range

Triglycerides ~~~~~~~6,55 - 1 .378 &Lg. 45 - I 1X) nigldi.

tuilirabin, 3.7 8.2 mg/dL 0.25 1.2 mg/dOL

Albumin, 5,1 (C -6,,6(Hnig/dL 2,81 t0 - 5t)(1t tag/d

leI eoit27,5 -243.2 nigjdL Ot -2.5 mg/dL

the tillitaiti den 1' rout pimdl wetr tete t lxfT,, ,, ad 3A ( f,,~ .1,cci da ilfi, bheahotte attd ...tesett.st

this test

NI~iucletide DNA PtynrseInhibitors Nijeleoide, ReveseTrnsctpa,
Ade us- cip xi~iMil Ind DNA olmrsINNWtb Ear
Tetoiulhvidisiipntil ti'tttutruttt Latmivudjite

Zatlcitbitie

DlIV Pralea.. ltitritnrs N...n-ntA,ei ide, IIV Reveseir,, tsripa
lttrit.iavir ['hiitt aar

Netiut..avi, r tvirette"

.t~~~situutvit/Rutim'rHVut sirI .Wht~i

intetern tpha 2at EuNitiniide

('MVf~ Treot'te't C ...t.a..t...tla

Moir Eqm ittc- Srn"'u. ve UD ITA P'aanua

hint yuatched ciwl ncIspcmenst (etch se is EDTA p asiaatd set ant drawtt Itttansgl H BV-ittect d
or HBsAg lsts ittdtvtd.i't ,i, wereesee 1ietttst. t pl t,tI Le, qiatnc.tah l.,aile was
tested itt dtpltc tie and te, teittitr lotI eah sanltpeasal ld A Dentiit titti reresiti... yi~ was
also. pet lime ...... g tlim tie cAk il it tet ueaItter, Fitt, mathed sts acr lne ttt d ita aatyi hich include~d
41 atatclhe~d sets 'titgi witthtt tttc l ,tnt ,atg ti the test attd titt natched sets with titers those the, littear
ratlg of itie ...a. .~ lit miniial estutt tttd releted itiiasn 1-1(X) dtiluon it~ ,, ht ait the tIter tf tht trfii

sattpcThit r.n ltntitnt ltstsI ,tv ,,atis, for, [HBV DNA tnd fitr sets sutive titr 1IBV DNA hilt with
t itersI.. Ittitt l ,wt lunt ywr tia),it tdicidd itn the, ttiilia

rte, ditttvslitl log, tier ditleretice (tog itter ED A pls -Ilog tite. I . .. t (lilt ltd o9 ttt Ih, tiachdiswi
I)3031 wiih the on st hasitig a dfrnco t0t.37. Th tte, t difrex e a ,I,~ 05 tip 195% CE -((036, 01 1251.

fitit irat (ingha thee, I hire serunt ,nd EDTA pllnu wr nipitfiniictttydi Dcet The rena It
ttte tlitteir ..gre.si.tt anialysis is shuin inl Figure t I 0hp=3131 195% cotttiE,,e, interval is [ 1.0915 -
I.O2tft)lt ith anl iulitercept (f -~(61(N5 195% .ott... ece iteral is hI(At(65 lt, W111441) Te~i ,,tid stitdrd

duviatiotestittittesfo the EDTA pantatIc srd i asatpt te s Iw intble 16.
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Figure II
Regression Analyis of Matcihed Serum - EDTA Plasma i.a.p.es ln=0)
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Table 16
Pooled Stanldard lDeDiaoiun Eitimales for

FDTA Plasma.and Seru S .peiens in the Matrix Equisalenry Study

Matrix Mean log liter Pooled SD
EDTA Plansa 4 621 0060

Serun/l 4-6iIf 0A93

CLINICAL PERFORMANCE

Litlrsatre Review, fIBV DNA im Cli.ical Practice

Guidelinies published in ihe ,edical Iiler[tlre sapl thie inlssinaBltce if meaiulitg REV levels a baseline prior
to treatmenI, Lt intervals d.. rilgt tleitltenl th mt oniltor astivwrll r'epnlss as well aat tuterval, tin therapy Alo
survey hr Use developness sit dug ressltlee..

1
The m, ersealt Ass,,,sltis l fisr the Study . itL iel Disease

(AASLD) guidelne.s IIrs (617 make spe.t..l ret..t sendasths: for hisiafil l HBV hersapy based tsn she level
el [re- lretlatment serIum ALTT HBeAg stailus and letel stf HBV DNA. Is these guidtlints HRV DNA vahlues f
> 20,165 

t
U/mL and I 2,000) IU/ tfr etmiei hepaitisi B (CHBf and tinrhssts espeitisefy vite sete.-ted ats

she i evel a which Ls initisate treInaent.I Tise theshsld level of tHBV DNA list dlesestnastisa oi candidacy
differs it ther published iutdelne m,> (If DAA [U/niL its -I0' op lL fr paltenls with HBEAg llslitile
CHB; >2,(X61 IU

t
/mL or Ill rspie, . /it tll paliests with [IteA, Ilegalie CIBt tnd > ?2et I/ t i

I t
t
eoipiedLo lir patients sith dietiimpensa/ed eirhtois)'

TItvaileeit g. saLs hIave esitstad sue' li te tl'thtttta h gtsals ame , i, asest Irt issrr henIly pithlrslxee liilelies. 
73

a
I Iht fittgle el at state thai she 1,, i ita ll,[ o f tae slit itstnhtel ameitrasts o syxnlsttms Isitle CltB is tpically
siktsti, hit ratlei king llte -ist, tiiif ptolvessK &vehimsenl si eirhtsis ;rad hrpsvtlata f lI ns ssin*m t ICC)l

5

I[smptr tet hit fisii]iigy, -isssnlipt"te to. impniiemetl ill ,at.al heshiI-, has lees apritmary efificy elsd mits ill tAe
d festit clint] mitaLb that ted sti FDA apptssat tI II lnivdide Cini ,deliivir

z4 '"
4 Ottct end tiits im/lde HIBeAg

sit Rk prI, l HBeAg i pauils, tii....z.tu. sit AL, I ireL alndeolnl ahte sir r d I1BV- DNA.V DNA hiss {,1
IlBsA, is the alI de~sirttblte ebtd Ixs t 5sf nzatmnti ut this is it el J achesed with ntslclsside anakigs. Ihe AA;ID

4

gaidelites tqate IlIth lie idms 1it itvttttesst el hlsns hepatilts B an. im a chtiev e silsssiteell stpptessssNiit HBV reprl/icttn
t ,la tmstsks il Itsver dia,,e. Sumslarly tel gttieltse sit Kfe Ctak

'
state> tttt Itie ia[ e iitherapy Mlr CH B sit litd Ir
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tat sittotitmy stpytis it 'it trtttatittad gIetIt nInatd gagssna Ilver disrae i-at It gi .t latsat tInt!
vtiek'Ig alreaIws heed uIt... testing liar levls of HBV DNA lit ieratt tee ,nWably the tins a,yptop Latetilrt tar

assesatg itatotatataetIvIrI teat Hetaa* a goat 4t tatietti as tat tedi, ante Thitti ,et HB ~ t)NA at dil
k,,I Il .t tssbte leelsdt ie HBV DNA stprev in} Vwlspp s In et atan the, paImes goal if tin' apy i, h
Asian Pdwitie A sanantatti Iar II Staids of tf imlnr A APti, I uliiaeI

t
l Acastli tig to Ha. xhaa te et a itsteak t

rstaiiases attined asti. it kotntte tbieH BV DNA ta eai, lia nasa ha ssitit ta .-li2 ttJInL I-h
.5(8), cstp~OIeita Vie i sttwtsstn ill lItild lote g..s. o ti ap.icititghia, wl inpiltitmet itteg klls
aittaV HBnA, sttonesii ItI ALT nttttzItfmti patitwt aIr HBite ,,iAg-a ss btII th,,e, 'p .a
lidddititaa II l weat,,e~t is las ttihAg ,ithi.,I sniatrttitl ta ti-HBe -The Ltate is: piier hle e ls lat initt

oif aaamie H~ilekg txoasttaIdie tiehatt aetisint theap mlay dintaletndam tieikelil..d is high that
tint barlit wilt weiDIt off-tlir ep I...ss.of ItIBsAg is .ain achievdl withit ,ti-,Ieine.avlnatte Iip ad flthetbtetat
etanitn ,.,t fi t aIativirld III

to .ittaItre dtLeathlc Iira syIwst Keotfe ill a l, .enatmet that pawtieat hi, naaitoanld at ],;.sI every aIll
titats while ott therapy, ith eti~her ceeivi or Iidtitvir. aI~d[ , .....c.hqiteatl with lanfiavne tan fodeal~ify

essne>PaItettsshita lldetra tll after FIBteAg acrocanseriatnI~ as bug asIBV DNA lvels vdk esn
until theist . .... Ltdeiobrl HBIV DNA Insets by CR at TreatmetatI sfltatld tieit,, Illt eaaaatae tar tnatditiitttla
sInII totwlIveIl ....oItIas. ,fiIatett asl hobas deaotIsirttd tIIBeAg sea bavrhtthLt in v Mit...ia tV I)N.A
Insets at etcat, a st ,anl Itreltrent sthoattd he lciteititd fairl .i .....aala~s: hetui sa it sh.atId be
d1octinetd agite oiaeautigva osopn ramn i ittiihtcptt is ttst..iiad 1wl nodte
titat titesv reraaanteidtllias ret in the lfpinionsati thepet g Itat Iat ...........d ahis tratee .ttgaithn. and
datItttat tatatav IhasedatII iadaadatit,t'tsiir a trials,aitraianed at ut1tilaratar yednat g ie sisl-at yvoal liver

,ittiseas,

Dritig tivataia HHV DNA Insts1i lavt, serve as1, aI .sI-raagate filr didttidlitag vitat resistanc Risk tate
invd, sisI tuttale dtietl, M ea naPA-ap'ae heaIesl Dveop fea a ~d rs~t,, , as asstii ... ef

witlt HBV DNA nehoatnat. tatlossed b> Atr e tviiat Iuesl IrAisthtirat inpas Iaantd, tat sotecises
pia s Ive.t.e diseae aso, ainld aval t ,,eeeeaetataei

Ove..l. tatell, latal Id tie lt> tateivaitnts sst ciwi taic .. HBV ittfit,,ioti is ta reve piies ifi It. ic distlat tat
ciao idate HCC. BIlecns t DV eeriatetnii, as miplicailed itt dlmw hticn te , the pi-ltr aan a I Iittria is dtr dbin

saalavsi ,It a iirsan 1IBIV DNA rl hts go a iNqaites stasiive [HEV DNA tests Il with aIlldd ivataaaae
Qtiaaatitttvra titan P(R etablINs ;I .... aatratnsesttl. tf HBV DNA at taisi llwi Ill establish a paittrs
haseiatef 11 y DNA pinarati amatasIa ati tiattait rees... pat..... tat antiviral aryitrvitjat irhatt tssat..aa.ndid wit],
irsiste .... e . Thishthti tevet1 ot 1I V L)NA tat nitta ate Iteattiteati difiinsit till neenlit mtpnttitnv iattt fistati
21KI 1i [/lU/L fair p tttts ,t it aaela a 'I, tib t0 M Ut/mL hat paintt withI ehIaitia HIBy discls As plrviattasty

diHusd V DNA testangi itsaatgtasnu apeiat h itatig et aIIpatinitis sith ltroata HBV aiaaiac.l,tt
atadi ertaa ,fita assssta the, ..s....as ittaa altirl fithetpy, atIIg sitt tiler tisaratiy atd .a....a .tailsd'aiats

*lacD iad lptttta t itlie CODAS' t tq1ata HBt lest Dite Ule With 11, High P
t
at. Sysacalt ,vsise iualed

ily asssia the tatairal ataut,, p rs itI OIttetiviit itBV illtted sitfj,,, a atterIii trelttrrnn ,ith adel
dtimisaia, As.s.. nai st, pe, titrted at Sci .ti ata .. I t Weeks 4. i, Ca, 28, 44, atd 48 Isahen, Idas al an DIte
ptirnauy itbj nise a is( ittdetenaita the kitiis ip ets'"a virat eveN Itivaitat ti .. .ttna ... as I a itat .an par..ed
wiah htvttil'itgte seAtIt'atata, titan Itit.. Ienairai l respsttsestiireitt

The ilesti IttriI,(lt invite" with tal, (TOASC Taip~an itB V tet it F asDAit Witl The Iit ih Patre Sasetw
aIvetlideeea &w heth, r ltaag (ate atb,,etic tiC chtgill HBV vat at load Ival taiI. thitasat paitta Iay pirdict

tntaraIveatteIit il Talk ttinrnaetttt itt a paii id itti.n. respaitis nike air hille hitIsta ilog a diftt-eta
treaftlett titeiait u tl ttiltitatl nayis aifclitticl datawa ttsd, l Ilt assess wahthe Vteat enspiatise aa

itria e stab CODAS' taqMata HR V Test ar, Law With the, Flith Pitt" Systd vet as~~d" ilIl
the epI.. s .. t. it. r,at,,,,t in It 1BeAg* and HBeAg- Itaie "is it cl,1ilatiltte hpittia B emsfirltl, eh-...... tialvi,,

n~l ttaietavtdaa patettaa f itate Iatty lae, lt the cliat in th,. hesssanaIti (I Itt tanisres pa"II insta 'heapyx

3i6
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StudY Pupla fit.

The, 1lttV IUNA data were obtained nt-ott etIcIgopaensitlsprtu-t r11tttle ltid ude t's .. t...d
pi ,,ti. ,n of whichi evlaeI aic will, chroic ILBeAg* HBV inecio at cottnetated liver,

I ion161, and one that evaluate1d patelht., with prsmdpetr iifliltat It lle1g- H BV DNA,)crcti HBV
neci id, wt c....ettsatd live tuiicti Miucelim It elY anid fldltdiyaunti et alt" prevnuslv de..cuikd

sLthd slect Ihilt, IT5 s'tttidies.

Thuitudyi1 ,laiott.. etu Istdo 4117 chronicl HBV infctd patients... M , Jtste in .doble-bWld!,uadttie.
plac ...t.ttt Iled stdsufAde tovir D ipim vsn . Dense grahic data, drug, doing data. HBV geoyp.ItHAV

aiatulitn HBetsI, t ALT' ,fte-ls ittd Baseline (pre- lrruttttt) attd end,-p1ttil liver biopsy rel"tlt, were1
availabl, fttu h,1 prtitltt Virall load testing was perti,,ed atl Scteenwitt htd at Weeks 4, 8, 16. 211. 44 latd 411

Table 17 belon s1tntte tt tsypoultst at .Sctretittg

TabMe 17

total Nuttil,,ro'f Suhbjects . N 264 143 41(7

*11 ...cNt n 1%) 129 (491 501(351 179 (44)

* Il tttg, Adule vir Dipivox.it ttM) 135 (5 I) 93 165) 2281 1561

Agep Median lvitt, 34(16.65) 46 111.65) ;9 116, 65)

WIeightt(kg) NIediattl Silt 701414t118) 74 146 11 1) 72(4 1, tI I
Man

Sen ~~~~~ ~~~~~~Male N 1%) 191 1721 1191(831 3101176)
Feutale N 1) 73 (281 24 (17) 97 124i
Whtite N 1%i) 861331 90(1631 176 143)

Rac AMiL N (Iil 167 (63) 1 48(341 i 2151(531
O~ther N(%( 111(4) 5 (3) 16 (4)
A NIM t 731(211 91)6) 8(20)2

B NIKI ~~~~~~49 (19) 28 (20l) 7(
Genotype ~~ ~~~~~~~C N (%) Ill1)42) 19 (13) 1311)32)

D N(% 25 (9) 114)59) 191927)
Ot1her - N , I% 6 (2) 3 (21 9)(21

tIBV DNA I .72F.±t4 tLGutLj N 19.1 3 (1 5 (31 112,
ALT LIN' N (%) 51(2) 71(51 121(3
Ku,,detI Score N 259 139 398

Total] Mean (,SD 9. (3.3 9.4 134) 95 (3.31
Necro1inllianittatoryMea (SD) 7.7 (2.8) 7.512.1) 7.6 (2-7)

laibrosis MeattlS~~ ~ ~~~~~~~~~~Dl L.7 (I1. .9 11.2) L.8( 1.1

UAN - LUt~v L u~it Norm RIRstg

Screening santpl [uswer ttbtainnd sn to 12 days belt livstdy sla. u uwugeItBeAg. paltietue lte
tkttt t~he I I1eMg pattirt (nedifil tn , -e 34 veasv 46 yeAl rdotitm l satt (63% ,s 34%k), suer tlttvtle
(28% vs 17%) atut wer intuctd i-tltlt lirly.1 tIyH enB tp A attd C (7)1% vs 

19
%l. IBeA 1- paielttt were

prdtttattyWhite (63% 4 ittd mtttvd it"1B I[V Deop 3 (9%). Th Ktusdll ttecty coe tItII
ttecttcntatnnaiuttattdIi ustBeieIt rattttwr rtutis le t Sillt "s,tlati .....

Putwiet, mincldedl fittth c1liutua 16iteutttr ncatatsisreeteu either, the stuiillard I tt Adelicvi dipivssil
dosing t pl clta itulic te..d ltn I able IX

Table 18
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Sunh.nary of A vuilable Samples by Treatmnent Arml

No. Subjects - No. Subjects- No. Samples Ftal No.
Placebo IFl fg Adefovir per Subject Saiples

1m' lnItBeAg+ 129 135 7 1848
Chrotnic HBeAg- 5 93 6 858

Grand Total 27116

Within-Subject V~ariability in Absence of Treatmnent

Tltcti oitis¢mtf this analssis uasto esltmlat lile hange ill rdat It;id tin lttgtq ItU/im tilts t'{n i two
su"cesixe measurc nlents {if planett tilt Ruts One htitded aitd se I enly onie subjects were e rtrlied jlt the
ptacettn;uls I the ItBeAg+ and HBeAp studi-s s)1 h'h 137 0l4 179 h6ld fexlIs ss tit hill the Ihlclu range t. ih,
alssay 1itl imtiltg at Ieeks tt 4.ian 8 These results were used to estlnimate ,lhin stbict valiability, which
inclides btstltti'ical variability is 'elt as titat assI] y sllibitit, The ithin subtc,,t ,miabiiiy frlor ie resultm
was eItilllated lo I[X 058 t Igl, /nL for It, 1e Ag pstieultsaitd 078 tOgL [ It int E 1iBeAg.+ patiettts.
Bidotgica l va l ,lt asssinilu io llte withini s ubje trvhiabilitt sim. the atsstiriabilitiy was negligible The
itiediran lhaitge }t stltl hiad wilthin a stLbjet was eiiralwd to t, {t 31t tI J' U/I [ for, HBeAg+ lid 0.58 lg1,l
lIt/mL ilt HBIeAg patients A{pptoitillaYe]) t X1% sif the I1IBeA, patients' and 8%t li[e , eAg- taliolls'

cag l'ita Ild rils less lhtn (. ~lst I[I
t
/tIl

Clinical Performance oftile COBAS® TaqMan 11BV Tent in I£BeAg+ Patients oil Therapy

A mutt
6

itllslratinl the haige st the siedian siial ,lmd iti palietnts tm adeiir dipivoitl lind .off psaeh is
given in Figlsi t12. It dett.strs.tes eft icicy ,I lestttnet of hle HIlcA+ p ltietits with chritit hepatitis B wilt
adlc tiir dipivoxi ..... aresl t. i phtsd et.

Figure 12
ledian ad Inter-Quartile Range of Change in IHBV I)A fromt Screening UBeAg+ Po'pulatio

,4

9 4 8 i(1 28 14 52

Week

--- PLA( i 110
YEA R I TR1TATM ENT AS KItiATt-D) V-- I iOM

.\ uqeful t;)o l s}ra situician in n/tlltiiitllp IreatlIelnt lfs HBeAg+ psliienti is (ii bserse an HIBV siItl load
nci-ease ot. nlI.ithn I hIspt aflte reaching a nadir. Iable 19 s.si..ariz h thle <als tLe 135 IiBeA,+ pmtieits
oi isle tovic dipiv ''itsi tretmineitt
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Taible 19
Distrbutio, aft/hr tttAg+ Patients by Weekes

7realmI.,.tan he Viral toadwa Which the Nadir was Reached

Nadfir Viral Nmber%) ofl'.iatietsilshte Nadir-VniralLoa Total C,~ laf B
Loa.d Achievd by Week By Viral CB

(IU/mL) 4 6 28 44 48 toad Vira Load
TND

0
)I '(ii]) 0 1(0.7) I( ((7)

10) 2 (1.5) 3 (2.2) 7 (5.2( 6 (4.4) 18 (13.3) 1(41
r11 <11( (I 0 0 I 9 (67) 12 (8.9) 21 (15.6) 4( (29,6)

5II - II 2 (1.5) I 1(117) 0 1 I)7. l) 13 (9.6) 531(39.3)
M I F(1.17) 107 2)(1.5) 2 (1.5) 8)(5.9) 6(14.4) 20)l14.8) 73)(54.1)

0 (( 1(11.~~~7) (37( 3)2.2) 10(74) 19(14.l) 92(168.l)
0 2(1.51 1)11.7) ~3)22 l((7-4) 5(3.7) 21(15.6) l)37

(0 3(.2 (37) . (3 4)3.1), 2(1.5) 4)(330) 2(I16.31 135 IIIC))

By Week 4)(3.0)) 8)5.9) [2 (8.9) 181913.3) 4) 129.6) 53(393

CataieByl .113.))) 1218 9) 124)(17.8) L42)ll O 02)J K60.7) I35(.)1)

TN]). DPHI' DNA 1i, ,,t td,

In (is li'l~st 60) 7% 182 1 35) tf he paients rached assdi in vmirl laud b wck 44 i. ... ttel Svtlc
paiestls had tr h.,,, I lag,, ini-a is vrl load by week 48 alOc, achieving the adir, which is 12.66
117/135) aIlke tuia] ~ nanher fai,,icta rete, and 201.7% P17/82) ttlhe pitwiltsl .wwachie...danrttir.

I heresufl cr1 tic r.iialysis , tlh, ,e cilitit...s wel the rc...i... . a lraet a -wek 48 arid thecia, ie
are an inn-md mI 'able 20) There aren .s'tatrsicrs'll y sig~iicat 'a'sttt a[([ i I lune lintsr she, 95% C L
4 ltti,,,kl rairti alw, cltrta I, (1.26 06.96).
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Table 20
Association Betwleen Rex on¢se to Treatm~entll

Week 48 and Baseline Co earIates for HBeAg+ Patients

NImnher Proprrlion %) U .adj.Isted
C.variale Category N o Patientls of Patients Witt, Odds Ratio

With Response Response (95% CD1
Asian 84 23 27>4

Race A ((.75 (0.32. 1 0(})
Other 45 [5 33 3

Male 99 2 _8.3Sex I)___ _ - _ _ _ _ _ _ _ _ _ _ _ _ (.79)0.}31 [,.2.)
Female 30 1( 33.3

Antigeis 11ss
3{I 60l I5 2511

Ate 30 67 (1628. 1.54)>3(( 69 23 .93.3

B.C 82 21 25.6Genotype4 ______________B_'_6 161 f((26. 1(431
NIn2B,C 4 7 17 362

Asian 79 52 65 8Race 1.2CI(tO.52. 2.69)Other 47 '9 61.7

Malt 95 65 68.4
S Mex 2.13 (((.g, 5.(2)

IFemale 31 16 51.6
Hlislalagkcal

<•30 5 7 19 68.4Age 339(1163.3. I 31
>30 69 2 609

B,C 77 52 67.5Gentotype 1.43 (((.4. 3.21
Ntl B,C 49 2 9 59.2

Aisian 84 52 61.9
Race __________________ 2.809 (( 96, 1.58)

Olher 48 2 [ 43 .
Male tI{l 58 5801

Sex 1 57 {0.65. 3 78)
Fealae 32 15 16 9

(ilic hemki al _ ______
<31 61 39 63.9

Age 1934(1L91,.4.13)
>30 71 34 47.9
B.C I3 5 1 614

Geltily pe .96 ((( .X( 4.26)
Ntils-B.C 4 22 44.9

Fltlhei data nty]sis (al the IIBeAg+ fllpopulati(aI detlnstrale clinical petIIBMance ot (he COBAS' TlI,,Mall
tIBV lest was dorie nsiilt t( dil ferent defillitionsa the erlly vinfrogica lespltle to I .e .llll: ([) HBV vitl
load <2181 thIU/tI (lr aptmlxi ila 1/l cp/mL)', (2) a decrease iLl ,lrtIt HV DNA lotln, ill ililial
Screening v.ial Iload lalac by >2 l2g,,,.

.statitica]m igniican of fthsseiatsith le Race. Sex, AgeVald Cnype al5~ieiwv xi tl tle, sat respd. l...
was idied. (Odds ratioi pl s Iii rexact 95% o ltfidellCe il%,a] s wete calut atodl rth defliit s olf tife vira]

u.Ise and summarized in Table 21 aid Table 22. Ihe logistic regress,,n annayIs a ld Irv,sp , l cilUI
o(the cotivcales slc,,well f nstatistical significancea ofsuch nsidciati Js formeither dil t... I ila.i si x mii .
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Table 21
Odds Ratios for (he Associatio Between Viral Response (C 2000 ICtnt,~) and

Coeorote, by Week, for on, lBeAg+ Population

Ntn'ber PrpmJo %) lh.adj'tsted
Cirrue Categor Wync N Below Below Odds Ratio

24HX hi/mi., 2ttN0I/I (95% Cl

Ain 4 86 4 t7.75 ((I 12.5.34)
other 49 3 6 1

Asian 8 85 M tO1 '> 17 (034, 4.66)
Other 49 5 1.
Asian 6. 84 20 23.8 2.19 (0(.76, 7,18)

lRe Other 48 6 12.5
Asian ~~~ ~~~85 311 35-3 2.80)11.111. 7.76)
Other ~~~ ~~49 8 .

$A"ll 4 83 36 43 1.81 (.800 -4.20)
Oter 47 14 29.8
Ashan-7 48 ___5_ 33 4:1.5 'A 45((.66, 3.23)

Other ~~~ ~~~49 17 347
Male 2 4 2. 39 (.22(10.03, 1.401)

Fentale ~~ ~ ~ ~~33 4 I 2 I
9eal 101 I 1 ((.89(124. 4.111)

Male 1 6 211 2 11.) .08 i.37, 3.65)
Sex remale3 6 18.8

Mlalt 28 (1 27 26.7 (.302,(9)
Fetita~~~~~c ~33 I I 33.3 063 029 190

MTile 44 98 38 38. I 1606 f11.43, 66)i
Fesnfl, 32 1 37.5

Mak 191[ 40 39.6 ((.89 (1137, 2.161
Perm~~~~~~t ~~33 1 4 42.4

1 0 4 63 579 3.0 1)2) 47. 32.531
,30 ~~~72 2 2.8

1 0 8 62 6 17.7.5 (021. 2.541
s~ll 72 9 12.5

0 1 6 611.(11 4 067 ((0.25. 1.75)
Ate, 1 7 1 1 6 22.5

• 3) 28 16 25.8 ((.39 (((.34, 1.80))
>3)) 72 22316
•9)) 4 601 23 3. (.99 ((0.46. 2.13)
>30) 71 27 3.

• 30 48 62 23 371 (.8 1)137. 1.65)
>30) 72 3 t 43.

B.C84 4 4.8 ((.8))))0.13, 5.70))
Nsa- B.C 51____ S 3 5.91

8q 83 I)) 12) 1.26)0. 36, 5.0)(1

N...82B19 23.2
16 8-i 2 1.85 (01.67. 5.66)

N~~~ts-BC ~~~~51) 7 [4.11

.C 28 83 28(_______219 1)0.6, 5.35)

N4 sti-B4C)8 I 34 42.))
491 16 32.7 14 ).7 .8

BC 48 83 3 2. .3 (11.57,.9
Nss.B.C SI~~~~~~5 19 37.3

41



Table 22
Odd, Raaier foe Associalion Between Vital Response

(Ž2 !ogM Dcrease From nidial Screening Result) and Corafares, by Week, for HBeAg+ Populatin

Nomu[:r Proportion ( %) Uladjusled
Covariate Category Week N With -

2
-1ot., Wiltlh 2-1ogi;, Odds Ratio

Decrease Decrease (95% CI)
Asian 8 65A~m~ 4 85 46 54 2.43 ( 10, 5 45)
Othe 49 16 327
Asian 84 55 65.58 I 101M (1.49.2.44)
Otherl 49 31 63.3
Asian 8 67

AlIXI 16 83 66 79t .02 38, 2 65)
Other 48 38 79.2
Asian 84 68 81 2
Other 49 39 79 6

Asian 82 66 8 1 5
Other 47 37 7 .7
Asians 84 6.5 77.448 1.51 () 63, 358)
Other 49 34 69.4
Male I(>l 44 43.64 ((.64 (( 27, 1 53)

Female ,33 18 54 5
Male10 62 6 {M~II, 9 iII 62 62.10 (61 1 (123. 1.55)
Female 33 24 72.7
Male 9 6 9 73 77. ((6 1.1.2g1%d 1 6 9I)7 7 65 { 0,17.20 DXI

x Fernale 32 27 84 4
male 28 1 I l89 ( {26. 2 62)

Female .33 27 81.8
Male 97 77 79 4 _ _ 89(16.2631

l enlalI 32 26 81 3

MaNlelH 48 18 74 74.L (.9) (0O32, 2,42)
Fetale 33 25 75.8
• 30 63 34 5 84 180 (( 86, 3 79)
>31I 4 71 28 394
• 3C 8 62 42 67 7 (.29 0(59.2.82)
>30 71 44 62I 1
• 30 16 61 48 78.7 ((.92)I136. 337

Age >30 70 56 811.}
• 30 28 63 5( 80 1.6

28 [ {~~~~~~~~~~~~~~.12)(1{.411 2.67)
>30 71 57 811.3
S 30 44 48 8)11 02
>30 69 55 71 0 I

• 31 48 62 48 77.4 134157.3.221
>311 71 SI 71 8

4,c 8 2 3 54 53.0 27195.54)
NotI B.C 5/ Is 35 3

B.C 8 82 53 64.6 1.60, (.5. 2 201
Non B,C 51 33 67

16 8 65 2 1.15A 043, 2.94)
Non B,C 50 3' 78.1

BC 82 67 81.7
28 4I41 2370846,38)

BC 811 65 81.3 1251A73.1
B 44 A 6 3 1,25 (I 47, 3 271

Nn.. B.C 49 38 7. 6
BC 82 64 78.10

N''sm B,( 48 51 68.6 1.63 ) 168, 3 85)
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ACl[lwer tI 1tiiltsi he')518 fiec intervalsk it Table, 21 aitd ta~ble 1 22 .ff0 ttIlPr thr~t 1. excpt .i Race at,
Wee ,k 28 MINtbt 2 1 and Week 4 Clable 221. which were hh LI I his s ,i i ncIrI ace ith lItiptoic
tsgre.stot Oanats..s resltit, in to statitically sigtriiicat .... astctti~itt (htc Ilte tsrc ivaritie aild viral
load. ItheretIt, rho, v~iro wltgcl r.s neat Weeks 4, 8, 16, 28 attd 44 dItsI appeIr I ...... coivatd with Race,,
Sex,. Ae, and WIV Gc tpe

Positie Predictiv Value PPVJ, Negtiv Predictive Value (NPV), and Odd Ratio (OR) Cluain o
WeeNk 48 Resonses. to Therap with Respect to Vira Reoa at Various Times on TrOWlmn II ,ina
HBeAg+ Populationl

the l'PV, NPV. a Ii OR Cur, bisutiotigial, Nbiiiteria ans Iltac, Its -esitswith resec HB IIV virail
load wee alti tatelM tirrthe 11BeAs a ti

Week 48 R I.auoet Titeratuy Definititti

Fir eacI, patient, the , liwn trhs . t.. tIri.....e.s were nacased at vitia ines sits ttealtttt: Hfistotuical.
tHilloc11tieitcal arid I IeM, loss.,

FTt iettceslniv resI- sswr de tricd aspitive at week 48:

* Possiiiss Hislolsogia resIrnor1 -- iItttnruiveI1iir'Irtoi histiulsgiesit statits at Weak 48 by at lestst 2ttt
'if ttte K11 [ itut l terotbi tiritI.a C .re ..score kihi....t de~ iet IIi-ioiaittotCt tlns.... .sc rcinptte to ir
hikisslitgial st-ilt a mslit

a PIri,,iivetiiohitsa Bi staiiIse-.-ioiraiai irtti ALT test re1stol a t Week 48 I.,itaeo o the,

* 'ioeHBReAp osr, pes - H ReA,,Idit , te letrt at, wek 48.

Statikst c ~al it otysi 55 5 e-iinnted rio evto hete theiN is a ssi, idxhibtseiie if o th, It...t Week 4$
I,,isit cr.....t ' I,,ti tl s rsitiiv virail Rliod sp se(detied as I IBV DNA < 21001 MIL/ri L r 2 bigs decreas
ft iti wiritiat Wcek, s, a, 86, C 28 hr, 4 ot Iratiett Cionveaely, statistical atialyisD wa petie to~ evlut
whet 1her ,I ie isat is saoittio inwei eIc sot th& h Week 48 ea ii ve repo Me anI tepat is vira ItI ad

teptiedefnd i s-WHV DN A Ž 20881 lU/tnL rir <2 log55 decrease .ix.n screniy at Weeks 4.8, 16. 28 ...4ot
reatnicirt Bise d to the, titx mairti Table 23 tud t able, 24, t1he vaial reptisat Weeks 4, 8, 16, 28 .u 44is
iiitiirnatrse hit prnfititipvseiiusirgni at Week 48 lie, kower inttn tot'~ the 95% (tritideic litteral I1CC) Ai
OR eceigt1., CItble 23 ti,, Taible 24 illustrate1,1 thorCu th, HBA,, ,- potiaioi, tt highest PMV~ ot th
(CaBAS" T~aqian LCDBV lest rake plcIt. It itidividitld resp.....e. trtwoat 53.8% aird 85 7%. sehite, the highest
NC'Vsoof tie COBOAS

5
TsrqMait

5
Itv rest take 1<1, c whit h thecosun~biltin tif itIdII e re1pitses MIt ,IrIwec

X1 .9% aild '6.214-. this dala hidiris that heiween 8 1.9% and 132%-,fthe I [BeAps- patients withtegtts early
viral (Iptls 0>108 tIitili~l s treuItootrpriDJto atiest tIII thre .e....i.. C tirtnet at wek 48w osinaint...nI
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Table 23
Positive Predictv Value (PPV), Negative Predictive Value (,VPVJ andi

Odds Ratio (OR) for Three ndividual Repnssa Week 48 of Treatment Predicted by o
Eary Viral Response, Ic 20010 lU/"~Lj Iin UHtAg+ Patient

Week of Viral Week 4 NPV % Pry %1OR
Response Response ~~~~~~(Proporion1

) (Poojin' (95% cl)

N~~s~~s~~ugy ~36.4(44/121) 66.7 (4/6) 1.14 (((.6, 13.10)

Biochcmiwal 415,6)57/125) 71.4(5/7) 2.11 (0()33. 22.67(

'IBA 1 LaO 73.) (89/1 22) 71.4(517) 6.74 (1.1(2.72.78)

Hist''Iug 36. (,41/112) 71.4-(10/14) 1.44 ((1.38,6.69)
8 B~escia 47.)1 (55/117) 73.3 (11/151 2.44M(167, 1I .15)

['1rAg Loss. 75.4 (86/114) 66.7)l1l/I5( 6.14 (I7.7 .24.52)

Hisloliigy 39.4 (39/99) 76.)) (19/25) 2.016 (11.71. 6.83)
[6 iisltieII 51.11(53/1104) 8)1.8 (21/26) 4.36)1I14, (5.79)

111BM IA o 76.2(~77/11)1. 5.) /6 3.74 (138. 10 I 1)

I lisiiil,,, 41.1; (37/89) 78.4 (29/37) 2.58) (1.00. 7.24)

28 lioh'iLa 54.7 (5 2/95) 81.1 (3(1/37) 5.18)1. 96, 15.2!1)

I iltA, L.ss 8,5.7 (78/9'1) 65.8 (25/38) 1 1.54 (435. 31.113)

Ihsiilogy, 43.8 (32/7) 75.5 (37/49) 2.41)(I 02. 5.88)
44 Bmhiihrkiad 62.8)(49/781 85.7 (42/49), 11.14)(3.79, 29.75)

IncA1 l.i's 93.2)69n34) 66.11133/511) 26.791)- 841, 97 6b3)

3lIten inaie ./ .... vini.ri lsalinod/rs/is ) .us have, tinlls v./. 1 e,/vlie (0 I.. ... ..... a .. wee Is5
I n s... hI' ~k of" "' aee 'iou rep'ns of 206/6/ W/1/m; (he .inet'r.i, i/i irkefasii.... ..c/s hI?

vorc, scivsleik IN/ eol, e... . re... ( ....a.... ./i /Iiliji ivat ihe lrkof (l erir's .e r.v......ee..
206/6) I1

21
,n/

Its ed.ui~n~ o ..... (ht 'ii,i/ir, aieiesremei ha,an,,, ,iS/eitxual ,eek 4.9 Iev .......... lre inl
(l'nan , I iaj'eiea( f esns e200(9) /U1/n,; di lia.i..er....,r is she', rnir a/eI who haild

eIll/s,-e I...k 49 .....i/i.i .. ) .. e iveo tniik sh i( , ish ,si)) i'il ......;iv.vf 2(0111(1,,-eat

Table 24
Positive Prdictive Value (PPV),Negativ Prditive, Value (ANPV) atid

Odds Ratio (OR)for, a Coot bitttio ofA Alt heeRane at Week 48 ,o of'
TetetPredicted by ott Earl Viral Response (<2000 1U/mLdfor~ lltAg+Pplain

Predicted by Early Vira Re. vpoi Ie (2000 lU/niL)

Week uif NPV % PPVe %OR
Viral Respo.... (Prop.Orio') (ProportiouV( (95% Ci)

4 81.9 (10)4/127) 16 7 (1/6) )MWI.2. 8.66)
8 83.9 (99/I11S) 35.7 (5/14) 2.89(11.68. 1)1.85)
16 85.7 (90/lo5) 36.1ii9/25) 3.38 (1309, 9.91)
28 91.6 (87/95) 43.2 (16/37) 8.29 (2.84. 25.0)))
44 96,2)7k09) 42.9) (2 1/4-9) 19l)Stk4.98. 10(4.34)

Thee,vd. .. na.. Iiris ,l.. shenwtsrv ,adns i e,osi n, in aeseC /sonse 0 beaina be...k 4s /based
on , 'lie kue/ if ,,rvAt el p~ei 2/)(b) lI/A..; i,/Ic nune lvrisi i. outs/i ,f pa'e'sz ....
ee , iec,ee ek 4 ...r.....s .. etInin a'nnC th lb, /Cns h lI/se lak o at ira eyonei I2/I/

It, 1,/eno"s'ai eisit vain/se of l'aiicsi Cspe/tse i hai'e wee k 48/ ...... s..... ..srane
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With the Vitl] l.%1 Ist deilted as Ž 2 lagtu decrease it ,a1te n thme Setetitg siral load result. fite the HBeAg+
pvlpttlate, It' 'PVs of COBAS

'
TaqMan, l{BV lest are l-,e h, thet individual reytlltset. (lee Table 25) 363r%

to 7055%, whil] the NPVs arte the larest filt the eonmhbinatihn o4al] Ithfte te i ts,,,, higing from 87.5% t t 96 3%
(1ee table 26/

Table 25
Poultice Predictive Value (PPV). Negative Predictive Value (NPV) and

Odds Ratio (OR)for Three Individual Responses at Week 48 on reatment Predicted by
Early Viral Respons e (22 logMI Derrease frot Screening) in IBdeAg+ Patients

Wee~k o Week48 NPV % PPV % OR¥qral
Respons. Response (Proportion'r) (Proportion') (95% CI)

Itsitami gy ,13 1 (28/651 70.5)43/611 . I.t1 (081,
4.05)

4 Bikchlemial 586(41 no 70 5 (43(61) 338(154.
7 48)

lI teAg Ltos 82.4156/68) 43331 26/N l) 5(57 (.I 49,
877)

Itisttls1 [y 47 6(20/423 69.9 (58/83) 211))).
4.85)

8 fBiochenik t l 60)9 (28/466) 63.5 54/85) _71 (L/
6.08)

lIttAg Ltss 89.1 (41/46) 45.2 33/821 5521 (188,
19.55)

Hish hi*g y '13.5 (101(23) 65.11)65/1)8)) 1 43 (0.50,
394)

16 Bioc heroica 63 8, (17/27) 59 8 161/1102) 2.53 )197
6"80)

tIBe t.gIAss 96.3 (26/27) 374 (37/%9) 1552 (2.31,
652 991

[lislaltlgy- 47.6 {11/21) 662 3691104) I 79 (0)61.
5.14)

28 Bch ttiha kIa 76.01)19/25) 6.. (66/106) 5.23 (117'),
17.15)

HBeA, Lass 96.2 (25/26) 363 (37/102) 14'3) I 1
599,78)

Ilisl'tog y 45.5 (10/22) 65.7 (65/99) t 59 1) 55,
4.48)

44 Bko hettoieut 7629 22/26) 64.1I5I93 (2.03,
19 45)

}lideAg I.ss 9t6.) (24/25) 37. 137(98) 14 56 (2 15,

614.51)

he ditmin it,...r the nUmber sf pauienav /reedir l not t have the r, vite I ,toe liten, at k-t-e 48 hee.-d u
the lat esf curly viral eerienme (Ž 2 legw, (GltL dl,"I'ate; the t IInu-rtIttr iu h t'amhecr o/ia-tl . -et h ail ntl
re.tvettete ek 4<. ...t.vt. .. treatment . i...n the iaht-nt with tie leao cit 'arh' eita l t-'-o/w (2 2 hpgI
IU//uL clce-rettie)

2 Thekdet.l.nt.or it theI nuhlsr vfpeace-,ri ,rc pelhe/ ht't week 48 rtv.9to I. . t... atto.. . e. on eir I, vitad
rtvtonse (I 2 lentilt /Ut e/ei-·a e) , the -r i t ... e of ]t attttp w h ho e! rctitti- tIwc 4,5
rev frea. tiel-itmelatotg the ?.itiotl .a.. etai.l le-.penlst (I 2 ([,gto I t t/id-at...
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Table 26
Positive Predictive Value (PPV), Negative Predictive Value (NPV) ad

0Od Ratio (OR) for a Combination o fAlt Three Responses at Week 48 on of Treatment Predicted by an
Early Viral Response (Ž2 Iog,, Decrease from Screenting Viral Laad)for HBeAg+ population

Predicted by Early Viral Response (Ž2 togiI, Decrease front Screening)

Week of NPV % PPv % OR
Viral Response (Proportion') (Proportion

t
) (95% CI)

4 j 75(63n2) 25) (15/60) 2.33 (0.86, 6.58)
8 93 6 (44/47) 25.0 (21/84) 489 ( 1.32, 26.88)
16 96 3 (26/7) 22.5 (731102) 7.57 ( 1.0,323,62)
28 962 125/26) 21.9 (23/I05) 7.0(11 (102, 3(g)123)
44 96.2 (25/26) 228 123/101) 7.37 (I.07, 315.62)

7he dolt rontnmttre is the tisniseva r v r'e~lt( pr-;dlh~rl ted lUrl ha]~ve the rt. slcmne (6 ro tticut at <retk .45 haves! osn/r leth rrf
rstt h seal rr ,?~r(e (Ž2 fIrs:. lU/nd. s/eveesao ; she t )rorarre is the ,tzv;r srf ;e/ [i vt) hud th e.1-sI tevcet (seek 4-'
relrltltozeIotrrslstrtrot vielrttnr 5/e laalienvt Ivlh she las-k rfrstrlk t'ird res/vele (Ž2 is,g,. /1,?mL dere erase

The tdenmilate I, the .s.number o piet.s ;tre.t.ee o h rave w*eek 48 r,,prns,' u) (eallent ((((td oi early
vital .r.....c (Ž22 ( gI2 IU/LrL d ccerae: the nurerato. r r. she numbd.er .. prahie*lr, seh, hard all lhrc, e wk
4, ..l...a..r iI treeatment . t... he .. t,(rlU, 1 isI, rih ia I re.rr.... (Ž2 (at,, lU/m-L. [rl-em

1I1feAg Ioss is the tst, falvomable endltrit in IBleA.± pateifis eceiis.. g im-fi t therapy, s ince Ih-sl
ptssible sate disarftintatirn tf therapy with ,i tr [ikelih...d (if rtftreaitett "Lctpse...t. The results
detmsl ,t ate that HBV DNA ,Ieasurensetsts ot less OhItL 21(X) TU/mL or .. re than a 2 1g,, deiertse (rhttt I
Scteenig [B\, vira[ lsad at Week 4, 8, 16.28w,-d 44 tme ass.t iaied w[ts HBeAg los at Week 48 A NPV rr(
nir achieving a 2 logit dtr tIese from a Screetisg HBV viral had result at allear]y-sta6/e of t reatnietitppears
ireatllJ sociatedwithntacltirts [I Rep A, rsat Week 48

(Cinical Performance orf the COB4AS
6

Taq-1an® 1BV 7,test i, IIBeAg- Patients ot Therap,

Ilahe 27 demnstt-ltcs (ht etlicac. based 1n lIl3 vital rad e i, of eatig eIlc \ paie with /( itg
A ipi v it D px ct t-d iuer F rexanlplc, at wek 44 .nt reatet46.2%A of IHBcA. Ialittsr
ted icatiot vs. 0% ir placebo had achieved ve1y ( s-toti Irrads belod ML l ] [I/nit,. FuthersvIre, 74% il

patiets t i2sedicatits vs.2%trr placesrh) had achieved viral lads 'seits.trirtg [elrw 419) lUt/L cInly 1i A
p.atientt ri tticL[ti.t i vS 349-on placeN* ]lad Irad es, ce.dit 1(16 [U/mIL.

Tob/le 27
Distributiot of the IlIBV Viral Load at Week 44,on TeeatIentfor IIBeAg- Patients

Viral Load Adeovir Dipivoxil Placebo
(IR/niL) N [ % J C m.l % N % Cu..l %

TND* 5 5A4 5.4

<.3 , 2 I 3.7 I 29oL I
I0 <1) [1 16 172 46.2 0 ((.O0

III)81 <41)11 26 28( 742 I 2.2) 20

400 <Itt 6 6.5 8(6 2 4.0 60I

I1I <1(t 6 65 871 8 16.22

1()~ <l7 g I 65 8 I/ 2)).) 66) 0

*3I =mp 1B7 34.)) nt81.1t

vial11 935)

TV 08HB1 DNA etr l-t-r-I.
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The, graph itn Figure 13 shows the, cavsdrawn, Iituhi Ihe meia mvrl tads at vat'lbtirIsr t .r.at ....t
aI, logwt I, the l itrquarile, ranes IPr the H BeAg patients ksth I'll elflteicalon tower c'lew) anld .it pIcex

Figure 13
Vedian and Ine-uieRange, of Change in 1BV DNA from Se..ee.III,: lilAg- Populawtio

I I.I TREA I.IHIINIII is'A 1511 --

Afff, IIfllot ad~imiaItII assessing the ettet isfaltisirat ttettnett brl HBeAg- paleit is watchIng ti the,
II MV vtI al tod 'i~aelI t"'to Ihan I log,, alterf rga~tinm ~I tlldir. Tabh 28 ..t.. ntaei... the data for the, 'A)
NneA ,t lt~eis'lt ade, loch- di~lll VXit tanet

Table 28
Dbntribulion a!`Ihe UHiAg- Palients by eko eam IVand Ike

Viral Load at Whih Ithe Nadir an Reached

Nadir N'h,,, Inr% .1' Patflliets With Bihl Nadir Virn I ,oadt lola' By Cl,m,L t~lati
Vrol nLild Aelue,ed bny Week Viral Vi e By.
)RI/bmL) 416 28 44 loa Vra La

TND) t[It 2(2 4)4.3) t (I t) 3)(3.2) II (tIS) 1 It I1I.8)

]'I 0 (I ~ 3(32) 3 (3.2) 12(12.91 18 (19.4) 29 (31.2)

Itt-c ISIS) IJ I (t II) 11 t (t8) 12 (t2.9) 24 (25.8) .53 (57.ti))

-Thifi)1 0) I) I 8 (8.6) IS )t6.t) 23 (24.7) 76 (81.7)

~~~,( I 7-]) ) ItI 6 (65) 7)(7.5) 83 (89.2)

TTo tti) I(2) 0(. 1) D) 2 (2.2) 5(5A4) 88 (94.6)

0 0 It I (1.1) JS 3 (3.2) 4)3) 9(.)

Tot;,i 21.2) 5 (5.-I) 9 (9.7) 24(25.8) 1573)
By Week 50)

yWek 2)(2.2) 7)(7.6) I6 (17.3) 40 )43.1) 938( tt0)
NR, 1180 IN Iat~

lit It)is tuy 43% (4)515)) 'if the, a l~etlrautd a nadir lit, clea toad M, week 28 onI 0r.loettOu o
see atIenls hadtnr Ilta.. I IIiiicea, in, virl toad by week 44 iftraehicing Ilte nair, hwhih is 7.5%

(7893) tI lie Iht,] e'tnI erf palart',so .... esl,-t 17.5% (7/,40) of II'e 5atlet,,swh achiesleda ,Adir
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Table 29 sumaizes the results 'f anlystis o£ ascctiIton sIf the restxms to {realmei at week 44 .attd Ihe
otntriates. with atll toer lititi l IIhe 95e' ttitfiddetce [lttervtas kitgh slnta 1er than I (ie. bt ween Ctx(() .nd
0(52), thecl aie tno satistically siinificnt assc atioris

Table 29
Association Bletwee Responses to Treatment at Week 44 and

Baseline C. arlates for HBeAg- Patients

Ntlmber or Ptaporlio'
l [

Response to na Patlients U n a ttfdjtusted
TReatni,.en ova C. Ctegor N Will or Palietls Odds Ratio

T~~~~.t I..( ~~~~~~~~~Witlf Il (95%, CI)Re1 ote Response

Asian 78 16 57 1
Race 74. 1t.47 {I. 16,I135)

Olh r 58 4 3 741

Male 73 52 7[.2
Senx____________ 2 12s1}57,8.31)

Fenlale 13 7 538
Histols'g ical _________ _______

< 3( 8 6 750
Age ___ _ 1.42 (0.23, 15 .2)

>30 78 53 67 9

BC 28 16 57.
Genodtype 0 47 1(116, 1.35)

Nml BC 58 4 3 741

Asiat 311 1 8 60.
Race 0.75 (tl 28, 2.15)

Other 63 42 66.7

Male 79 47 59.5
Sen (i t It 11 1.81. ((,84)

Fenmate 14 13 929
B~iichetnti at

<31) 8 5 62.5
Age 0 91 I0().16. 6.26)

>30 85 5 5 64 7

BC 30 lX (41.0
GJetist type - ___________ ____________ (.075 (128. 2 (5)

NtisB C 63 42 667

Addiioital data an.aly.sis 1, the liheAg- p1 nlvptiott3 t demonstrate clinical pcrbtnte s{ the COIIAS
5

TaqManm IIBV T 'est wsdone nsittg two differen definiticlt.s .f the early vitthtgical es{potse tt treltett:(1)
HBV viral load < 20(1 IUl/nttL (ocapprovt ilely tt}

I
cp,/L)

4
, (2) a declease i, seltnim 11BV DNA front itilial

Screening vital load value by Ž 2 log

the statis tical sigliiicance of the assoc. atilt st, tIfe Race, She, Age and Ge,',ntvpect variatles with tlte viral
i.sjsttse was studied. The logistic regressit atalysis ol viral respettse as a ffn i ..iotl .. (Ilt c..ariates .sltwedt
nto sttistical significance o)f suh sctcialit..Is fur either defittiltof (the viral respimse lI addition, oddst.atits
plus their eact 95% contidentce interval ts vet calculated fitc bvlth defittitious o, the viral resyutlutse and

stitarized in Iable 30 and Table 31.
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Table 30
Odds Ratios far the Association Between Viral Response (c2000 Iu/rnL) ad

Co.oriales; by Week, far an HBeAg. Population

Numnber Proportion
Covariate Category Week N Below Odds Rati

Below2000 1U/mL 2000IUmL (95%CI)

Asian 30 11 36 7
Other, 4 63 16 25 4 170 (059, 4 75)
Asian 28 16 571

8 178 (066, 4.84)Other 63 27 42.9

Rame Asian 30 22 73.3Rac e ~ ~ ~ 1 1.6006.0Other 63 39 61 9
Asian 29 22 75.9Other 28 4 5 9 1.26 (0.42, 4 10)
Other 63 45 71.4
Asian 30 26 867
0Othe4 1.69 (0.46, 7 79)
Male 79 23 29.1

4 1.03 (0.26, 4.95)Female 14 4 28.6
Male 78 38 48 7

8 1 52 (0.40, 6.43)Female 13 5 38.5
Male 79 SI 64.6Fe ma e 16 7 10 71. 0.73 (0.15, 2 84)

Femle 14 10 71
Male 78 57 73.128 1 09 (0 22, 4.30)

Female 14 10 714
Male 79 64 81.044 0 71 (0 07, 3.76)Female 14 12 85.7

•30 8 2 25.04 0.80 (0.07, 4 89)>30 85 25 29.4
•30 8 3 37.5>30 403 48. 0 65 (0 09, 358)
>30 83 40 483
•30 8 4 50.0Age 16 0.49 (009, 2 87)>30 85 57 67.1
<•30 8 5 62.530 28 62 72. 0.59 (0.11,4 15)
>30 84 62 738
•~30 8 6 75.01 0 44 a 50 0 64 (0.10, 7 15)
>30 85 70 82.4 0
B,C 30 11 36.74 1 70 (0 59, 4 75)

Non-BC 63 16 254
B.C 28 16 57.18 I 78 (066, 4.84)Non-B.C 63 27 42.9
BC 30 22 733

B 1C 6 63 39 1.69(060, 5.10)

BC 29 22 75.9
28 1.26)0 42, 4 10)Non-B.C 63 45 71.4

BC 30 26 86.744 1.69 (O 46, 7.79)
Non-BC 63 50 79.4
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Table 31
Od( J RJio'for the Associaion Between Vital Response

(Ž
2

1ogl,0 Decrase Fram h ntial Screening Result) and Coaites, by Week,faran HBeAg- Population

Number, Proportion
2 (%) UnadjustedCovariale Category Week N log10 With Ž 2 Odds Ratio

log'.
Decrease lo9'S CI)

Decrease
Asian 30 15 50.0 107(0.41.279)4 1 3 0 7 0129Other 62 30 48.4
Asian 28 20 71A4

Other 62 47 75.8 0.80 (0.27, 2.54)Ot her ~~~~~62 47 75,8
Race Asian 30 26 86,7Race, 16 1.40 (0 37, 6.61)Other 62 51 82 3

Asian 29 27 93 260(050.
Other 28 62 52 83.9 25.81)
Asian 30 28 9238 (0.44,

44Other 62 5 3 855 2390)
Male 78 37 4744 0.68 (0.18. 2.47)Female 14 8 57.1
Male 77 56 72.7

8 0 48 (0.05, 2.53)Female 13 11 84.6
Sx Mare 78 64 82.1Se.x -- lvla~e 16 0 35 (001, 2 76)Female 14 13 929

Male 77 65 84.428 0.00 (0.00, 1.49)Fenale 14 14 100.0
Male 78 67 85.944 0.00 (0.00, 1 69)

Female 14 14 100.0
•30 8 2 25.04 __2_25__ 0.32 (0.03. 1 93)
>30 84 43 51.2
S30 0 8 6 75.0 1.03 (0 17,
>30 82 61 74 4 11 22)

Age -<30 8 6 75.0Age ~~~16 0.55(0.09, 6.19)>30 84 71 84.5
• 308675 28 8 6 75 0.41 (006, 476)
>30 83 73 88.0

30 8a 6 75.0 0.36 (005, 4.23)
>30 84 75 89.3
BC 30 15 50.04 1607 (041,2.79)Non-B,C 62 30 48.4
B,C 28 20 71.4

8 080 (0627, 254)Non-B,C 62 47 75.8
BC 30 26 86.716 1.40(0.37,6.61)Genotype Nor.B,C 62 5 1 82.3
B.C 28 29 27 93.7 2.60 (0.50

Non-B.C 62 52 83.9 2581)
BC 30 28 933

44r-BC I 1622.38 (0 44,
Non-BC 62 53 85523.90)

SI)~ ~ ~ 8.

$0~~~~~~~~~~~~



All lower limits of Us 95% csnfd ncenteval II Talble 3( and Table 31 ar smaflle t[ I Ths .mean Stathere
areassllitialy igrsihci t .ssscl eat lwee th four corite at the veal load, and, lherelssre, the,
viroigial rsvnoe al Wek 4, 8, 16, 28 and 4 dII -Iss appea In he In e with rac. set ape, an HBEV

genotyp,.

Posiirtiv Predictiv Value (PPV), Negativ Predictive Value (NPVS), and Odds Ratio (OR) Calculations
for, Week 44 Repose ,t Therapy with Respect to Viral Response at Various Times onTeamn
(RileAg. Patents)

The, PPV, NPV, andf OR IIor she histlog1ica and blibolch ica re.ose wt respect so HV siral load
de~tirmlnd using, the, C0BAS

5
TatqMan HEM Test were 1.b cacilled frli HIltA,-ptients

Week 44 Response, Io Therapy Delniiss, rr HBlAg- Patients

Pes each pIweit, slte fist-iwin Iwo, ... seswereneaae, vrs times on irenlntet His""iss ,logical a

Tise IIv rsssswi defined, ispoitv atwek 44:

Hoiive [isllgical resposase - t~~isagossnetf histoloicaxl sltas as Week IIb a least?2 snails
of Ste Ksistdel nero-i,, amassssltre wiihsut deterioain of she, fIboIs scor osnpr tts he

Sisols iatatisat basln

Positive Biochemical repne-nrtniaitf ALT eel eIai It it Week 44 comare to h
biesch,,itaic 13 sisal the baseine,

Sntioticataayi s aspl] ao It"vlil w1~heltirde is ass nsoilsswwe ah isf IN atv Wek 44
,ositive respnses an tisive vira ksa, esos (defind as 11V DNA 2taffI IU/aL or Ž2 IIge decaas

bnisrening) it Weeks 4, 8. 16 or28 len Icnmenl. Gnwroey, asanistka anaylyis was pe1itciid tl ,valanl
whefise dere is as sisccitin ,,wen ah ttf theII tv Week 44 egativ re Itses an eatv ia ti

repne(deltnes as HBV DNA I2All) lU/sh ts 2 lsdecese. s waeig at eek 4, 8, 16 sir 28 IIn

Base! tn the, Inlit.nalsn inTbe32 atsd Talble 33, th iral nessen (11EV DNA <NM58 Iti/AL) al Weeks 4.8, 16

ksw,,- limits tsf sbe 95% Cls ar WteIwe 0.1 anId 51.89, helit I, fetrvasas epossal vArin limes st tetnen

Table 32
Posritiv Predwictiv Value WIPPV), Negaive Predictive Value (NPV) and

Odds Ratio (OR) for Two Individua Re,ponses at Week 44 of TreW.aant Predicted Ity
Early Viral Response Ic 210 IIA'mL) in UBAg- Paotiets

Week of Week 44 NPV PPV OR
Viral Response Response (Proport1on') (Proportion

3
) (95% CI)

Histology 25. 0 (16/6) 50.0(11/22) 0.33 (0A 11,.04)
Bioheicl 1.8 (21/V66) 5_5.6 (15/27) 0.583(0.21, 1.63)

Hi8loy .23.4 (11/4-7) 57.9 (22/38) 0.2(0.15. 1.18)
Biochemical 35.4 (17/48) 6F5.1 (28/43) 1.02(0.40, 2.66)

16 HiKs tology 30.0 (9/3-0) 67.9 (38/56) 0.90 (0. 30, 2.59)
Bioc-hemical 43.6 (14/32) 68.9 (42/61) 1.72(0. 64, 4.54)

26 H snloogy 33.3 (8/24) 68.9 (42/61l) 1.11 1(0.35. 3.33)
Biochemical 52.(13/25) 70.1 (47/-67) 2.55 (0.89, 7.26)

The /esrniases tothesamlsv sf asieos redctednes sohav the rssacesveonstwek 44 bessevl
setI eke lark ,f ealeiral respons ofc 20540 IU1mL the netvaCc is, shecaber sf taetswhss had ,o

raptIssc week 48 Iesps,e toCeam ,eong Cite pa IIs sil he las IIk ssf I I'ltial re.1 spessseo f ,25000
It)//in

2The. lbtsistri~ h numbere esIes reite e hate, week 44 vlb,~s Cseatatr aedsnta
earl s circa reposie eef c 2(1() lU/nd.; the lubrto issenme bf~eis~ ho had, ,,pes ek 48

repnet rsam, Catr the ,aiests wish -earlvira e,, sssesI 2(10tmVIM.L

Table~ 33
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Poettir Preiclive Value (PPV). Negative Prdictiv Value (NPV) and
Odds Ratio (OR)frPol Bioh emcladIitlgctRsetra Week 44,of
Treatment1 Predicted by Ealy, Viral Response (I 200 MlU/!) in HileAg- Patient

Week of NPV PpV OR
Viral Response (Proportion

1
) (Proportion

2
) (95% cI)

4 49 2(32/65) 29,2 (7/24) I 040 (012,1.19)
8 50.0 (24/48) 40.0(16/40) 0.67 (0.26, 1.69)
1 6 62.5 -(20/3) 49.1 (28/57) 1 61 (0.61. 4.32)
28 72.0 (18/25) 50.8 (32/63) 2.65 (0.89. 8.53)

ihe ldn,nioatirir , the number lfifpaient prdicted not to have the rev/I, s,ts e trestmIlt at week 481 based
Ill thelak etf elyl vj'1 ra epoef 200 lU/n.L; the nuerto is he numberof patene, wh had nIo

respectiv wee ,k 44 rcios n istlogclo iihmia cpcs)lt ramn k 44 among tht
patients with the, tack of,.I eal ira4rpW leo 200 lU/in!.

lecltmInaori the nsmher ci aiet rdicted iii ha, ccwek I4rsprs to treamen baceci on heal
viral repos of I2000) lU/en! the nueao Irthe number ofpaetswt hadl berh hiteial ad
biohemical) repiseo ra mn a ek 44 among the, .a.en. wiheryvrl epneo 20001U/r,!

Tale~ 34 sad Table 35 dc.n. .i...rsie thai ftro Ie3g- pftiet, sta trstxotseldets.c as 2 2 trgi ~ deraei
satir from the Sceenitvrl load result) at weks St. 16 and 28 is, ifisrmstive fctr predictian tif bilochemicl~

repstn t wee~k 44 Ir trtetad it is it~lnatv at eks 16 and 28 for' preictJionii of haingil Nubt
rssue:(htstohxi1 IMl n biorhes, call it week 44 en trea1.t min (,e, ttscer limits of the 95% CTo eceed I).

The Nt'V till he, biochemical1 resptins is frtntl 73.3% at week if, Icr 83.3% at wee 28 TIre PV i,
ap,1st1irialrrte 7t % at bot wek:6 an] 28.

Table 34
Positive Predictive Value (PPV), NegTive Predictive Value (NPV) and

Odds Ratio (OR/far Twomivda Rsossa Week 44 of Tecoieni reitd by
Early Viral Response (Ž2 

1
lg,, Decreasefro Screen ing Viral Lnd) in HlAg. Posieta

Week of Week 44 NPV PPV OR
Viral Repne Prpflr) Pooto (% )Response Repne Proron) (rptin) (%C)

Histology 28.3 (13a/46) 64.1 (25/39) 0.70(0.25, 1.94)
Biohemcal 44.(2/4) 73.3 (33/45) 2.22(0O.85 5.0

8 Histology 31.8 (7/22) 67.7 (42J62) 0.98 (0.29, 3.07)
Biochmicat 56.5 (13/23) 71.6 (48/67) 3.28 (1.10, 9.86)

16Histology 30.8 (4/13) 68.1 (49/72) 0.95(0. 19, 3.85)
Biohemcal 73.3 (11/15) 71.4 (55/77) 6.88 (1.76. 32.07)

28 Histology 18.2 (2/11) 65.8 (48/73) 0.43 (0.04 2.31)T
Bioc~hemical 83.3(10/12) 70.9 (569) 1.7(2.1914

The tleominatoIahe sam/rhr ct paieccprciaid not to hace the Ie..nc to reamen at week 44~ bared on
tlhe tAck of earl viral repos Ž2 logic lU/es! .....r.ie) the nuerto Isl th ubrcfailet hi, had n

rca/c/ir wek 4 rcpdlsc ic reatenteamrngII, pterwith the lack of.. earlyvrl ret (Ie1 2

ctral r..cpons (Ž2 lIgmh lU/nt.L dtrse) enm erto us the caaro painI w hoe reseric wek4
respnseto reamen amng he paiensih early viral reponse (Ž2 li~ Ui! lcesl
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Table 35
Poslitie Predictive Valae (PPV), Negative Predictie VYo.e (NPV) and Odds Ratio (OR) for Conbination of

Bodh Biochemical and Histological Rospanves at Week 44 of Treatment Predicted by an Early Vlial
Response (Ž2logbecrease from Screening Viral Load) in ItIA,- Patients

Week of NPV Odds Ratio
VWra[ Response (Proportion

l )
(Proportion

2
) (95% CI)

4 59.6 (28/47) 488 (20/41) 1.40 (0.55, 3.56)
8 739 (17/23) 516 (33/64) 3.02 (0.96,10.47)
16 86 7 (13/15) 50.7 (37/73) 6.68 (1.34, 63.95)
28 917 (11/12) 49.3(37/75) 1071 (1.40. 473.19)

Thr denominator is the number of patinet predicted nat to have the response to treatment at week 44 beslutL
on the la.k of early viral respns.e (Ž2 log l lU/mnL decreaLe): the numerator is hr number of patients who
had no respetive week 44 resonse (Io histological or biochemical .r.pt.n.) t a reatment anv'g the
palients with the lack of early viral respotee (Ž22ogit, Ill/miL decreasle )

7Ide dentait ltr ~a the numsee ofpatient predicted to heae week 44 rstpe tne tt, treatment booed tn te early
veral retesvtcm (Ž2 (Ionts lU/mL. decrea~se): the numseratosr i the number tof patients who had bo~th ttso recvemaee
ta t treatment at ~'eck~ 44 amtong the pattienti- witht early, viral rrsgtanse 1Ž2 logs,, lU/mi. drceccereal

Statistial analysis os clinical data has hshwn that viral response to trestment teasured wish COBAS®
TaqMan

0
HBU Test Etti 

t
se~ With the IHigh Pnre System is minhirmative atr aissssing the effeet of treatment is

patitsw ith hatitlis B
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